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BRCA1 185delAG Mutant Protein, BRAt, Amplifies Caspase-Mediated Apoptosis 
and  Maspin Expression in Ovarian Cells 
 
Joshua D. O’Donnell 
 
ABSTRACT 
 
Ovarian cancer is a deadly disease that kills an estimated 15,000 women annually 
in the United States.  It is estimated that approximately 10% of ovarian cancers are due to 
familial inheritance.  The most commonly mutated genes in familial ovarian cancer are 
BRCA1 and BRCA2.  It has been reported that cells carrying the BRCA1 185delAG 
mutation undergo an enhanced caspase-3 mediated apoptotic response.  Here, we report 
on the transfection of cDNA coding for the putative truncated protein product of the 
BRCA1 185delAG mutant gene into BRCA1 wild-type human immortalized ovarian 
surface epithelial (IOSE) cells and ovarian cancer cells. Cells transfected with the 
BRCA1 185delAG truncation protein (BRAt) showed increased levels of active caspase 
3, increased cleavage of caspase 3 substrates, PARP and DFF45, and decreased XIAP 
and cIAP1 following staurosporine (STS) treatment.  BRAt also reduced Akt 
phosphorylation and over expression of activated Akt in BRAt cells restored caspase-3 
activity to that seen in wild type cells.  Further, BRAt expression increased 
xi 
chemosensitivity in platinum resistant ovarian cancer cells.   Similarly, maspin protein 
has been shown to sensitize breast carcinoma cells to STS-induced apoptosis.  We 
provide the first evidence that BRAt is sufficient to induce maspin protein in IOSE cells. 
IOSE cell lines carrying the BRCA1 185delAG mutation showed higher maspin levels 
than wild-type BRCA1 IOSE cell lines.  BRCA1 wild-type IOSE cells were transfected 
with BRAt protein and showed increased maspin mRNA levels and increased nuclear 
maspin protein levels as compared to control cells.  Additionally, both heterozygous 
carriers of the BRCA1 185delAG mutation and cells transfected with BRAt protein show 
an increased ability to activate the maspin promoter as compared to control cells.  The 
transcription factor AP1 is at least partially required for full activation of the maspin 
promoter in BRAt cells, as siRNA directed towards c-jun decreased activation of the full-
length maspin promoter. Taken together, our data demonstrate that truncated proteins 
arising from BRCA1 185delAG mutation increase Akt-mediated apoptosis by increasing 
nuclear maspin expression, suggesting a possible mechanism by which ovarian cancer 
patients with germline BRCA1 mutations may respond better to chemotherapy.   
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CHAPTER I 
 INTRODUCTION  
 
Ovarian Cancer 
 
It is estimated that over 15,000 women die annually of ovarian cancer in the 
United States [1, 2].  Only three other cancers, breast, lung, and colon, are estimated to 
kill more women annually [2].  Five-year survival rates for ovarian cancer vary based on 
stage and grade of the tumor. In the United States, the overall survival rate for stage I is 
93%, stage II is 70%, stage III is 37%, and stage IV is 25%.  However, only about 20% of 
patients are diagnosed at stage I, whereas approximately two-thirds of patients are 
diagnosed at stage III or IV [1].  Between 1995 and 2000, 68% of ovarian cancer patients 
were diagnosed with late stage disease, with only 29% of these late stage patients 
surviving five years [3]. 
Ovarian cancer is the deadliest of the gynecologic cancers due to the lack of 
symptoms resulting in difficult early detection. When symptoms present they are 
commonly mistaken as gastrointestinal problems or menopausal symptoms.  Thus, many 
cases are misdiagnosed and these misdiagnoses are a primary cause for the high 
incidence of late stage diagnosis. 
The CA-125 blood test is the most specific screening tool available for ovarian 
cancer detection.  CA-125 is an epithelial antigen protein expressed on the coelomic 
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epithelium, which includes the ovarian surface.  Over 90% of patients with advanced 
ovarian tumors will have elevated plasma CA-125 levels, whereas 50% of stage 1 
patients will show normal levels of CA-125 [4].  Thus, the CA-125 blood test is not an 
effective screen for early stage ovarian tumors due to the high percent of false negatives.  
False positive results are also common and are caused by a wide range of conditions, 
including endometriosis, fibroids, hemorrhagic ovarian cysts, menstruation, pregnancy, 
acute pelvic inflammatory disease, renal disease, and cancers of the endometrium, 
pancreas, bladder, breast, liver, or lung [5]. 
Transvaginal ultrasound is also used to detect ovarian cancer.  This tool is most 
useful for postmenopausal women.   The ovaries of premenopausal women are active and 
may harbor large functional cysts which could lead to false positives.  Multiple cyst 
formation, bilaterality, papillary projections, and ascites fluid are conditions characteristic 
of ovarian cancer that are detectable by ultrasound [5].   
A third, less effective tool is the manual pelvic exam. The physician will feel for 
the size, shape, and position of the uterus and ovaries.  Only large palpable tumors will be 
detected by this method [6].   
The origin of ovarian cancer has been debated, [7, 8] however, the traditional 
theory suggests that most ovarian cancers arise from the simple epithelial lining of the 
ovary or cortical inclusion cysts [7].  Several studies have used mouse models to 
introduce specific genetic lesions into ovarian surface epithelium, resulting in ovarian 
cancer and supporting the traditional theory [9-11].  Other theories suggest that ovarian 
cancer arises from the ‘secondary Müllerian system’ [8].  This includes structures that 
exist in the ovarian hilum and in paratubal and paraovarian areas that are thought to be 
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remnants of the Müllerian ducts [7].  Additionally, a small proportion of ovarian tumors 
are believed to have granulosa or germ cell origins [12]. 
Tumors of the ovarian surface epithelium are classified into five types:  serous,  
endometrioid, mucinous, clear-cell, and transitional-cell [13].  The most common form of 
ovarian cancer is serous carcinoma, accounting for about 53% of cases [14].  
Morphologic and genetic data suggest that this form arises directly from ovarian surface 
epithelium or inclusion cysts [15].  Serous tumors range from cystic, papillary tumors to 
solid masses often with papillary surfaces, and histologically are very similar to cancers 
of the fallopian tube.  Endometrioid cancers account for 15-20% of ovarian cancers and 
are characterized by their endometrial-like glandular structures.  Mucinous tumors 
account for 10% of ovarian cancers and are typically composed of glands and cysts lined 
by cells with mucin-rich cytoplasm that resemble epithelial cells of the endocervix or of 
the intestine.  Generally, the prognosis for women with serous carcinomas is poorer than 
those with endometrioid or mucinous carcinomas.    Clear-cell and transitional-cell types 
are less common [14, 16, 17]. 
The first step in the management of patients with epithelial ovarian cancer is an 
accurate diagnosis and thorough staging, with optimal surgical cytoreduction of disease.  
In early stage disease radical surgery will cure most women, although a minority of 
women would benefit from adjuvant chemotherapy [18, 19].  In advanced disease, where 
all macroscopic disease cannot be excised, the current practice is to debulk the tumor, 
aiming to remove as much macroscopic disease as possible.  Optimal debulking surgery 
can improve patients’ responses to chemotherapy and relieve their symptoms. 
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Postoperative taxane– and platinum–based chemotherapy is then administered to 
patients with a significant risk of recurrence [20, 21].    In the 1990s, the combination of 
paclitaxel and cisplatinum was found to have an improved response rate and an increase 
in progression-free and overall survival as compared to either drug administered 
individually.  Recently, carboplatinum was introduced as a replacement for CP because 
of its ease of outpatient administration and better side effect profile.  Carboplatinum and 
paclitaxel, when directly compared to CP and paclitaxel, showed no difference in 
progression-free or overall survival and was less toxic [22].  Almost 80% of patients with 
advanced disease experience an initial favorable clinical response with platinum and 
taxane chemotherapy, however, most ultimately relapse and only 25% of patients are 
cured [23].   Patients who develop recurrent disease at intervals of greater than 6 months 
following primary treatment, defined as “platinum-sensitive”, have a high probability of 
responding again to platinum-based therapy.  Patients who experience disease 
progression during treatment, who have stable disease in response to primary platinum-
based therapy, or who relapse within 6 months are considered to have “platinum-
refractory” disease [24, 25]. Drugs with demonstrated activity as secondary treatments 
for platinum-refractory disease include topotecan, docetaxel, oral etoposide, liposome 
encapsulated doxorubicin, gemcitabine, ifosfamide and hexamethylmelamine.  These 
secondary treatments rarely result in a cure and are generally considered as palliative 
[26].   
There is a pressing need to identify the mechanisms underlying drug resistance to 
allow the development of novel drugs that can be used to re-sensitize tumor cells.  There 
are many genes and pathways that have been implicated in drug resistance.   The primary 
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mechanism of platinum toxicity is thought to be through DNA damage by the formation 
of DNA adducts.  Genes involved in DNA damage repair are often up regulated in drug 
resistant tumors.  For instance, the ERCC1 gene product is considered a rate-limiting 
component of the nucleotide-excision repair system (NER).  NER is a primary 
mechanism by which cells repair platinum-induced DNA damage.   Down regulation of 
ERCC1 leads to a sensitization of cells to platinum  both in vitro and in xenograft tumor 
models [27].   
Genes involved in regulating apoptosis are also involved in drug resistance.  One 
such molecule that has been implicated in drug resistance is the caspase inhibitor XIAP. 
In cells that are sensitive to drug, CP treatment down regulates XIAP, leading to a 
corresponding activation of caspase 3 and subsequent apoptosis. In contrast, drug-
resistant cells have shown no decrease in XIAP after exposure to CP [28, 29]. 
Recently there has been an increased emphasis placed on the development of 
novel agents targeting biological mechanisms necessary for ovarian tumor growth and 
progression.  Inhibitors of the EGF and HER2/neu receptors in epithelial ovarian cancer 
patients have received much attention.   Preclinical evidence suggests that the EGFR and 
HER2 pathways govern critical cellular processes in ovarian cancer, including cell 
proliferation and survival [30].  Drugs that target these pathways include Iressa® (Astra 
Zeneca) and Tarceva® (Roche), which are tyrosine kinase inhibitors specific for EGFR.  
Monoclonal antibody treatments have also been developed.  Erbitux® (ImClone Inc.) 
targets the extracellular domain of the EGFR.  Omintarg™ (Genentech) disrupts the 
interaction between HER2/Neu and its partners HER1 and HER3, blocking intracellular 
signaling downstream of HER2/Neu.  Herceptin® is directed against the extracellular 
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domain of HER2/neu.  Unfortunately, Phase II clinical trials with many of these drugs 
have been disappointing.   Patients with platinum-resistant ovarian cancer were treated 
with Iressa® or Tarceva® and less than 6% of the tumors responded to the treatment [31, 
32].  Similarly, only 7.3% of patients with HER2 positive ovarian cancer responded to 
Herceptin® [33].   
Another biological mechanism that is currently being targeted is angiogenesis. 
Angiogenesis, the growth of new blood vessels from pre-existing vessels, is a normal 
process that is important for embryological development and wound healing [34].  It is 
also an essential mechanism that allows cancer cells to nest, expand, and invade distant 
tissues, making angiogenesis an attractive target for therapeutic intervention.  
Angiogenesis is regulated by numerous pro- and anti-angiogenic molecules.   Vascular 
endothelial growth factor (VEGF) is the most potent pro-angiogenic molecule known 
[35].  Expression of VEGF and of its receptors correlates with an invasive phenotype and 
worse clinical outcome in epithelial ovarian cancer [36].  VEGF also regulates the 
formation of ascites in ovarian cancer [37].  Avastin® (Genentech) is an antibody against 
VEGF that has been shown to inhibit the growth of human tumors in mice [38].  Clinical 
studies have shown that Avastin® increases the efficacy of chemotherapy in breast, 
colorectal, and lung cancers [39-41].  In a Phase II clinical trial of patients with recurrent 
platinum-resistant ovarian cancer, the response rate to single agent Avastin® was 17% 
and 39% of patients had no further disease progression after six months [42].   Another 
study coupled Avastin® with metronomic cyclophosphamide to treat platinum-resistant 
ovarian cancer.  In this study 28% of patients responded and 59% had no further disease 
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progression after six months [43].  More trials are needed to advance the use of Avastin® 
as an adjuvant treatment. 
It is estimated that approximately 90% of ovarian cancers are spontaneous and the 
remaining 10% are due to familial inheritance [44].  Women in hereditary nonpolyposis 
colorectal carcinoma (HNPCC) families or those carrying mutations in either the hMSH2 
or hMLH1 genes have a tenfold increase in the risk for developing ovarian cancer [45, 
46], however, these mutations make up a small percentage of familial ovarian cancer 
cases.  Other genes commonly mutated in various cancers, including PTEN and TP53, 
have also been associated with ovarian cancer [47, 48].  The most commonly mutated 
genes in familial ovarian cancer are the breast and ovarian cancer susceptibility genes, 
BRCA1 and BRCA2 [49, 50]. 
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BRCA1 
 
The breast and ovarian cancer susceptibility gene, BRCA1, is located at 
chromosome 17q21, contains twenty-two coding exons, and encodes a 1863 amino acid 
protein [50, 51].  The BRCA1 locus was identified via linkage analysis in 1990 [52] and 
the gene was first cloned in 1994 [50].    
BRCA1 is located primarily in the nucleus, however, its expression and 
distribution within the cytoplasm and nucleus varies with the cell cycle.  BRCA1 is 
expressed during the mid G1 phase of the cell cycle and elevates to its maximum level 
during S phase [53, 54].  During S phase, BRCA1 localizes to subnuclear foci in response 
to DNA damage [55]. BRCA1 levels remain high during M phase where it can be found 
associated with the centrosomes [56].   
 BRCA1 protein has two highly conserved domains located at either end of the 
protein.   The first 109 amino acids at the N-terminus form a RING finger domain.  This 
region contains a core of approximately fifty amino acids with a conserved pattern of 
seven cysteine and one histidine residue arranged to form a structure responsible for 
coordinating the binding of two Zn2+ ions [57].  The C-terminus contains two BRCT 
(BRCA1 c-terminal) domains.  The BRCT domain is approximately one hundred amino 
acids that is present in a number of DNA-repair and DNA-damage-response proteins 
[58].   
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BRCA1 has been found to interact with many different proteins.  The N-terminal 
RING finger domain interacts with BARD1 (BRCA1-associated ring domain protein 1) 
and BAP1 (ubiquitin hydrolase BRCA1-associated protein 1). The interaction of BARD1 
with BRCA1 is required to stabilize the BRCA1 RING finger domain for E3 ubiquitin 
ligase activity [59]. Other proteins bind to the central portion of BRCA1, including c-
Myc, p53, pRB, RAD50, and RAD51.  The C-terminal BRCT domains bind many 
proteins, including p53, pRB, p300/CBP, MSH2, BRCA2, CtIP, RNA Pol II, and RNA 
helicase A [60-65]. 
The exact biological function of BRCA1 has not been defined; however, multiple 
roles have been suggested.  BRCA1 has been implicated in transcriptional regulation, cell 
cycle checkpoint control, chromosome segregation, and DNA damage repair [66].  Many 
of the therapeutic agents used in cancer treatment cause DNA damage through various 
mechanisms.  BRCA1 has been reported to be involved DNA repair and is implicated  in 
both homologous recombination and non-homologous end joining of double-stranded 
DNA breaks and in nucleotide excision repair of DNA adducts [62].  As a result, BRCA1 
has been classified as a tumor suppressor based on its involvement in DNA integrity 
maintenance.  Thus, a better understanding of the role BRCA1 plays in the response to 
DNA damage caused by chemotherapeutic drugs may lead to more effective treatments.  
Specifically, BRCA1 status may have the potential be used as an indicator of the efficacy 
of specific drugs.   
There have been numerous different mutations reported throughout the entire span 
of the BRCA1 gene.    The Breast Cancer Information Core lists over 1000 different 
BRCA1 alleles in its database.  These include nonsense, missense, and frameshift 
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mutations as well as large and small deletions.  Women who carry BRCA1 mutations are 
predisposed to the development of breast and/or ovarian cancer [67].  By age 70, BRCA1 
mutation carriers have a breast cancer risk of 71% and an ovarian cancer risk of 47-63% 
[68]. 
The most common BRCA1 mutations are the germline founder mutations [69-71]. 
‘Founders’ are small groups of people who have remained isolated from other 
populations, resulting in interbreeding among the group.  This interbreeding causes 
otherwise rare mutations to become more common within the particular group.  The best-
known example of a founder effect is that seen in the Ashkenazi Jewish population.  This 
group has ancestors from Eastern and Central Europe and 1% of this population are 
carriers of the most common founder mutation, the BRCA1 185delAG truncation [72].  
This is a frameshift mutation that results in a premature stop signal at codon 39 in the 
BRCA1 protein.  This mutation is also carried by  significant numbers of non-Jewish 
Spanish, Spanish Gypsy, and women of mid-eastern decent [72-75].  The second most 
common founder mutation in BRCA1, the BRCA1 5382insC mutation, is found in 0.13% 
of Ashkenazi Jews [76].  Women carrying these mutations have an approximate 65% 
lifetime risk for developing breast cancer [77] and 15%-54% lifetime risk for developing 
ovarian cancer [78, 79].   
Most clinical reports comparing the survival of ovarian cancer patients carrying 
BRCA1 mutations to those ovarian cancer patients with wild-type BRCA1 fail to 
differentiate the effects of the specific mutations present.  Therefore, the data are 
inconsistent with some reports suggesting that BRCA1 mutation carriers have a prolonged 
survival compared to BRCA1 wild-type disease, whereas in other reports there is no 
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survival difference between the two cohorts [80-83].  The few reports that do identify the 
effects of specific mutations suggest that ovarian cancer patients carrying the two most 
common BRCA1 founder mutations (185delAG and 5382insC) have a better initial 
response to treatment and longer median survival than ovarian cancer patients with wild-
type BRCA1 [80, 84, 85]  Ben David et al. (2002) compared 152 ovarian cancer patients 
carrying the BRCA1 185delAG mutation to 549 BRCA1 wild-type ovarian cancer patients 
and reported a median survival of 51.84 months for 185delAG carriers compared to 37.84 
months for BRCA1 wild-type patients [86] .  Additionally, in vitro data show that 
BRCA1-defective cells are sensitive to half the dose of CP (IC50: 30-40 µM) compared to 
BRCA1 wild type cells (IC50: 90-100 µM) [87] and that mutations within the amino-
terminus of BRCA1 are associated with increased apoptosis [88-90] and, therefore, may 
be responsible for the enhanced chemotherapeutic response and survival associated with 
some BRCA1 founder mutation carriers. 
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Apoptosis 
 
Apoptosis is a form of cell death in which a programmed sequence of events leads 
to the elimination of cells without releasing harmful substances into the surrounding 
tissue. Apoptosis plays a crucial role in developing and maintaining health by eliminating 
old cells, unnecessary cells, and unhealthy cells.   
Apoptotic cells can be recognized by gross morphological changes: the cell 
shrinks, shows deformation and loses contact to its neighboring cells. Its chromatin 
condenses and marginates at the nuclear membrane, the plasma membrane blebs or buds, 
and finally the cell is fragmented into compact membrane-enclosed structures, called 
'apoptotic bodies' which contain cytosol, the condensed chromatin, and organelles.  The 
apoptotic bodies are engulfed by macrophages and thus are removed from the tissue 
without causing an inflammatory response [91]. 
Apoptosis is in contrast to the necrotic mode of cell-death in which case the cells 
suffer a major insult, resulting in a loss of membrane integrity, swelling and disrupture of 
the cells. During necrosis, the cellular contents are released uncontrolled into the cell's 
environment which results in damage of surrounding cells and a strong inflammatory 
response in the corresponding tissue [92]. 
Apoptosis is initiated by sequential activation of members of the human caspase 
(cysteine-aspartyl specific protease) family.  The caspase family consists of twelve 
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members that are all known to exclusively cleave their substrates immediately 
downstream of aspartic acid residues [93].  All members of the caspase family share a 
conserved active site and their precursors are all zymogens known as procaspases.  The 
amino-terminal domain of procaspases contains a diverse structure required for caspase 
activation.  All procaspases are capable of autoactivating as well as activating other 
caspases.  Activation results in a heterodimer and two heterodimers join together to form 
an enzymatic active tetramer [94]. 
The caspase family is further divided into three subfamilies.  The apoptosis 
activator family consists of caspases-2, -8, -9, and -10.  The apoptosis executioner family 
consists of caspases-3, -6, and -7.  The inflammatory mediator family consists of 
caspases-1, -4, -5, -12, and -14 [95].  The activator caspases differ from the executioner 
caspases in that they have long N-terminal domains that allow them to associate with 
death effector domains (DED) or caspase recruitment domains (CARD) present in 
adaptor proteins.    
Caspase-mediated apoptosis can occur by two distinct, but converging pathways 
[96, 97]. The extrinsic pathway is triggered by the binding of “external” ligands to death 
receptors, one example being Fas binding to the Fas receptor.   Upon Fas binding to its 
receptor, oligomerization results and formation of the death-inducing signaling complex 
(DISC) occurs.  DISC is comprised of Fas, the adaptor protein Fas-associated protein 
with death domain (FADD), and procaspase-8.  The aggregation of pro-caspase-8 in 
DISC leads to its auto-activation to active caspase-8.  This activation leads to the 
subsequent activation of downstream effector caspases [98].       
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The intrinsic pathway occurs in response to cellular stress and genotoxic damages 
caused by chemotherapeutic agents.  The initial stress signal results in the release of 
cytochrome c from the inner-mitochondrial membrane space into the cytosol.  The 
cytosolic cytochrome c then binds to dATP and causes the apoptotic protease-activating 
factor-1 (Apaf-1) to oligomerize and form a large complex called the apoptosome.   The 
apoptosome recruits and interacts with the CARD domain of pro-caspase-9 which leads 
to its auto-activation. Active caspase-9 then recruits and activates pro-caspase-3 and-7.  
The activation of caspase-3 and -7 leads the cleavage of critical cellular substrates 
including poly-(ADP) ribose polymerase (PARP), in what is known as the execution 
phase of apoptosis [99-101]. 
The intrinsic pathway is partially controlled by the Bcl-2 protein family [102].  
The members of the Bcl-2 family are categorized into three groups based on their 
structure and function.  The first group are anti-apoptotic proteins and include A1/Bfl1, 
Bcl-2, Bcl-w, Bcl-xL, Boo/Diva, Mcl-1, NR-13, and Nrf3 .  All members of this group 
have four short Bcl-2 homology (BH) domains; BH1, BH2, BH3, and BH4.  They also 
contain a carboxy-terminal transmembrane domain (TM) that targets them to the outer 
mitochondrial membrane, endoplasmic reticulum, and nuclear envelope [103].  These 
proteins potently inhibit apoptosis and their mechanism appears to be related to their 
ability to prevent proper assembly of the apoptosome complex [104].   
The two other groups of Bcl-2 family protein are pro-apoptotic.  The first includes 
Bax, Bak, and Bok which contain three BH domains (BH1, BH2, and BH3) and a TM 
domain [105] .  These proteins are initially found in the cytoplasm and undergo a 
conformational change to integrate into the outer mitochondrial membrane.  They then 
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oligomerize and this is thought to increase the  permeability of  mitochondrial 
permeability transition pores (MPTPs),  permitting the release of cytochrome c into the 
cytosol [106].   The anti-apoptotic Bcl-2 proteins are thought to selectively bind to active 
Bax, thus preventing its insertion into the outer mitochondrial membrane [107].   
The second group of pro-apoptotic Bcl-2 family proteins is classified as ‘BH3-
only’.  These include Bim, Bad, Bid, Bik, Bmf, Puma, Noxa, and Hrk [105].    The BH3-
only proteins are inactive in healthy cells.  When a cell death signal is detected, these 
proteins are activated and translocate to intracellular membranes to inhibit the anti-
apoptotic Bcl-2 proteins [108, 109].   
Another group of proteins that regulate the apoptotic cascade are the inhibitor of 
apoptosis (IAP) proteins.  In humans the IAP family includes cIAP1, cIAP2, XIAP, 
NAIP, survivin, and livin [110-115].  All members of the IAP family contain at least one 
N-terminal baculovirus IAP repeat (BIR) domain and one conserved C-terminal RING 
domain.  The IAP BIR domains can bind to caspases, thus protecting the cells from 
apoptosis by inhibiting the activity of the bound caspases [116].  IAP activity is opposed 
by Smac/Diablo or Omi/HtrA2m, proteins released from the mitochondria along with 
cytochrome c [117].  These IAP inhibitors contain IAP-binding motifs (IBM) that bind 
and sequester IAPs [118]. 
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Maspin 
 
Maspin, the mammary serine protease inhibitor, has been shown to sensitize 
breast carcinoma cells to induced apoptosis [119, 120].  Maspin was identified based on 
its expression in normal, but not in tumor-derived human mammary epithelial cells [121].  
Maspin is a Class II tumor suppressor due to its ability to inhibit cellular 
invasion/motility and because it is not mutated or deleted, but rather transcriptionally 
downregulated or silenced by epigenetic changes in breast cancer [122-124].   
The exact function of maspin is still unclear, however, studies on maspin have 
demonstrated its ability to inhibit cancer cell motility, invasion, metastasis, angiogenesis, 
and to induce apoptosis in cancer cells [119, 121, 122, 125, 126].  One of the earliest 
studies on maspin function showed that maspin regulates cell invasion by altering the 
integrin profile of the cell.  Breast cancer cells treated with recombinant maspin had 
increased levels of α3- and α5- containing integrins.  The addition of an α5β1-blocking 
antibody diminished the anti-invasive properties induced by recombinant maspin [127].  
Recombinant maspin also decreased Rac1 activity in MDA-MB-231 breast cancer cells, 
resulting in decreased cell motility and increased cell adhesion.  The highly aggressive 
phenotype of these breast cancer cells was reverted to a more epithelial-like phenotype in 
the presence of maspin [128]. 
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Angiogenesis describes the formation of new blood vessels, which is necessary 
for rapidly proliferating tumors which require an increased blood supply to maintain their 
growth.  In general, tumors that secrete high levels of angiogenic factors, such as VEGF, 
tend to be associated with an increased invasive and metastatic phenotype.  Maspin has 
been shown to interfere with the migration of cultured endothelial cells toward VEGF 
[129], which is an important chemoattractant for angiogenesis.  Maspin has also been 
shown to obstruct neovascularization and decrease the density of tumor-associated 
microvessels in vivo [125]. 
Maspin has also been implicated in the control of apoptosis.  Initial observations 
were that maspin inhibits SV-40 large-T-antigen-induced breast carcinogenesis by 
increasing apoptosis [130].  Subsequently, maspin has been shown to sensitize breast 
cancer cells to STS-induced apoptosis.   
It is increasingly apparent that the subcellular localization of maspin is tissue-
dependent and that it is important for its function and usefulness as a potential prognostic 
marker.  In addition to breast, maspin was initially identified in prostate, thymus, testis, 
intestine, and lung tissues [131].  It has since been identified in many other tissues, 
including ovary, stomach, colon, bladder, pancreas, cornea, gall bladder, and thyroid 
[132-140].   
Reports describing the expression of maspin in normal ovarian surface epithelial 
cells and epithelial ovarian cancer have been inconclusive.  Initially, Sood et al. (2002) 
reported that maspin was minimally expressed in normal ovarian epithelium.  It was also 
reported that maspin was expressed in a substantial portion of ovarian cancers and that 
nuclear localization of maspin was associated with increased patient survival, whereas no 
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expression or cytoplasmic localization of maspin was associated with poor outcome in 
ovarian cancer [141]. El-Wahed et al. (2005) suggested that maspin was not detectable in 
normal ovarian epithelium, whereas 63% of ovarian cancers expressed maspin, however, 
no survival difference was observed between patients with and without maspin 
expression [142].  Similarly, Secord et al. (2006) reported that maspin was detected in 
72% of advanced epithelial ovarian cancer cases and that non-detectable maspin appears 
to be an independent predictor of increased risk of disease progression and death [143].  
Most recently Solomon et al. (2006) reported that high maspin expression in the nucleus 
of ovarian carcinoma cells is associated with lower tumor angiogenesis  and improved 
patient survival [144]. 
The initial cloning of the maspin promoter led to the identification of numerous 
transcription-factor binding sites within the one kilobase maspin promoter region, 
including sites for Ets, AP1, hormone-response element, HIF, and p53 [145].  p53 was 
one the first factors to be investigated and was found to induce maspin expression in 
breast and prostate cancer cells by binding to a putative site near the transcription start 
site [146].  TAp63γ can substitute for p53 in inducing maspin expression in 
hepatocellular carcinomas carrying only inactive forms of p53 [147].   
The breast cancer drug Tamoxifen has also recently been described as a regulator 
of maspin expression in breast cancer cells.  Tamoxifen induced maspin expression in 
vitro and in vivo primarily through the hormone-response element within the maspin 
promoter.  This was the first evidence that maspin expression in breast tissue may be 
hormone-regulated.  This was supported by the observation that 17β-estradiol reduced 
maspin expression in normal mammary epithelial cells [148] and that Tamoxifen induced 
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maspin expression via estrogen receptor-α in normal and malignant breast cells [149].  
Similar work in prostate shows that maspin expression is regulated by the hormone-
response element site recognized by androgen receptor in prostate cells [145]. 
Maspin expression is also known to be epigenetically regulated [150].  Epigenetic 
changes that regulate maspin expression involve cytosine methylation, histone 
deacetylation, and chromatin accessibility.  Promoter methylation of the maspin gene 
leads to silenced maspin in breast, thyroid, skin, and colon cancers [135, 140, 151], 
whereas promoter demethylation leads the paradoxical overexpression of maspin in 
ovarian, pancreatic, and gastric cancers [133, 152, 153]. 
20 
 
 
 
CENTRAL HYPOTHESIS 
 
I hypothesize that transfection of the BRCA1 185delAG truncation protein, BRAt, into 
human ovarian surface epithelial cells results in detectable protein that is sufficient to 
increase the apoptotic response following STS treatment.  I also hypothesize that this 
increased apoptotic response is due, in part, to BRAt induced maspin expression and that 
BRAt protein can be used to selectively transfect ovarian cancer cells and is sufficient to 
increase/restore sensitivity in chemo-resistant cells.  
 
 
SPECIFIC AIMS 
 
1. Develop BRAt expression vectors suitable for detecting BRAt protein in vitro and 
optimize detection protocols. 
 
2. Identify and confirm molecular signaling pathways involved in BRAt mediated 
apoptosis. 
 
3. Identify potential BRAt target(s) and demonstrate potential clinical relevance for 
BRAt mediated apoptosis. 
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CHAPTER II 
BRCA1 185delAG TRUNCATION PROTEIN, BRAT, AMPLIFIES CASPASE-
MEDIATED APOPTOSIS IN OVARIAN CELLS 
 
Abstract 
 
Ovarian cancer patients with germline mutations in BRCA1 have been reported to 
respond more favorably to initial chemotherapy.  We previously reported that cells from 
women carrying the BRCA1 185delAG founder mutation undergo an enhanced caspase-3 
mediated apoptotic response.  Here, we report on the transient and stable transfection of 
cDNA coding for the putative truncated protein product of the BRCA1 185delAG mutant 
gene into BRCA1 wild type human ovarian surface epithelial cells and ovarian cancer 
cells. The BRCA1 185delAG truncation (BRAt) protein did not alter epithelial cell 
morphology or induce tumorigenesis.  However, upon treatment with STS, BRAt cells 
showed increased levels of active caspase 3, increased cleavage of caspase 3 substrates, 
PARP and DFF45, and decreased XIAP and cIAP-1.  BRAt also reduced levels of 
phosphorylated Akt and over expression of activated Akt in BRAt cells restored caspase 
3 activity to that seen in wild type cells.  Further, BRAt expression increased 
chemosensitivity in platinum resistant ovarian cancer cells.   Taken together, our data 
demonstrate that truncated proteins arising from BRCA1 185delAG mutation increase 
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STS- or platinum-induced apoptosis, suggesting a possible mechanism by which women 
with germline BRCA1 mutations may respond better to initial chemotherapy.   
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Introduction 
 
Ovarian cancer, the deadliest of the gynecologic cancers, kills an estimated 
15,000 women annually [2].    The asymptomatic nature of early ovarian cancer leads to 
predominately late stage diagnoses, which results in a five-year survival rate of less than 
30% [1, 3].  Primary treatment of epithelial ovarian cancer involves cytoreductive surgery 
and platinum-based chemotherapy, to which more than 80% of patients show an initial 
chemotherapeutic response.  However, most women with advanced-stage disease at 
initial diagnosis will develop recurrent tumors that are resistant to traditional platinum-
based therapy [154].  Thus, new protocols are needed to effectively treat chemo-resistant 
ovarian cancer.   
More than 10% of women with ovarian cancer show a positive familial history 
[155].  Mutations in the breast and ovarian susceptibility gene (BRCA1) account for 60% 
of these familial ovarian cancers [51].  BRCA1 has been linked to numerous pathways 
within the cell with its best known function being tumor suppression [50].  Women with a 
mutation in BRCA1 have an 87% and a 44% increased chance of developing breast or 
ovarian cancer, respectively, and 80% of all hereditary cases of ovarian cancer are linked 
to mutations in BRCA1 [51, 156]. While the large size of BRCA1 (1863 amino acids in 
22 exons) predisposes the protein to numerous spontaneous mutations, the most common 
are germline founder mutations found primarily in the highly conserved terminal regions 
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[69, 71, 157].  One such founder mutation is the BRCA1 185delAG, a frameshift in exon 
2, carried by 1% of the Ashkenazi Jewish population, as well as significant numbers of 
non-Jewish Spanish, Spanish Gypsy, and women of mid-eastern decent [72-75].   
Clinical studies have shown that women with breast and ovarian cancer who carry 
founder mutations have a better initial response to chemotherapeutic treatment than 
women with wild-type BRCA1 (91.43 months versus 40.92 months survival) [81, 158, 
159].  BRCA1-defective cells are sensitive to half the dose of CP (IC50: 30-40 µM) 
compared to BRCA1 wild type cells (IC50: 90-100 µM) [87].  Loss of one or both BRCA1 
carboxy terminal (BRCT) domains results in decreased apoptosis due primarily to the 
loss of FasL activation of caspase 8 [160].  In contrast, mutations within the amino-
terminus of BRCA1 are associated with increased apoptosis [88] and, therefore, may be 
responsible for the enhanced chemotherapeutic response associated with certain BRCA1 
germline mutations. 
In addition to inherited germline BRCA1 mutations, BRCA1 normally produces 
various truncated proteins due to alternate splicing patterns resulting in shorter proteins 
with distinct functions [161].  BRCA1 deletions in exons 2, 3, 9, 10, 11, 14, 15, 16, 17, 
and 18 also produce truncation proteins within the same open reading frame as the wild 
type BRCA1 transcript, yet they posses unique properties.  For example, splice variants 
produced from the BRCA1 1b exon appear only in placental tissue, and splice variants 
lacking exon 7 are found predominantly in lymphocytes [162, 163].  Transcripts lacking 
exon 11 lose the ability to translocate to the nucleus, and have been shown to cause 
increased radiation-induced apoptosis in both human fibroblasts and breast cancer 
carcinoma cell lines [164, 165].  
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Recently, we have shown that immortalized ovarian surface epithelial (IOSE) 
cells cultured from women carrying the BRCA1 185delAG founder mutation express an 
elevated caspase 3-mediated apoptotic response [89, 90] associated with reduced p-Akt-
mediated XIAP stabilization and subsequent loss of XIAP-mediated ubiquitination of 
caspase 3 [89, 166].  Here, using transiently and stably transfected cell lines, we report 
that the specific protein product of the BRCA1 185delAG mutation has direct effects on 
caspase-mediated apoptosis in ovarian cells.  We also demonstrate the chemosensitizing 
effects of this mutant protein in chemoresistant ovarian cancer cells.  These data not only 
provide a potential molecular mechanism for the initial chemotherapeutic advantage seen 
clinically in women with certain BRCA1 founder mutations, but also suggest new 
therapeutic possibilities for the treatment of ovarian cancer.   
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Materials and Methods 
 
Cell Culture, Plasmid Construction, and Transfection 
The SV 40-Large T-Ag transfected human IOSE cell line IOSE-118 (BRCA1wt) 
[89, 167] was cultured in Medium 199/ MCDB 105 (Sigma, St. Louis, MO) with 5% fetal 
bovine serum and gentamicin.  Wild type BRCA1 status was confirmed via single site 
BRACAnalysis DNA sequencing at Myriad Biotechnologies (Salt Lake City, UT).   
OV2008 and C13 ovarian cancer cells, and MCF7 breast cancer cells were also cultured 
in Medium 199/ MCDB 105 media with 5% fetal bovine serum and gentamicin.  Primary 
cultures of human dermal fibroblasts (HDF) and ovarian adenoma (OVAD) cells were 
cultured in Medium 199/MCDB 105 media (Sigma, St. Louis, MO) with 10% fetal 
bovine serum and gentamicin.  All cells were incubated at 37ºC with 5% CO2.    
cDNA encoding for  BRCA1 185delAG with an N-terminal His-tag and C-
terminal S-protein motif was generated by Midland Certified Reagent Company 
(Midland, TX) using the published genbank BRCA1 sequence U14680. The truncated 
BRCA1 185delAG protein is referred to as BRAt (BRCA1 amino-terminus truncation) 
herein.   S-His-BRAt cDNA was then ligated using T4 DNA ligase (New England 
Biolabs) in 1X  T4 ligase buffer (50mM Tris-Hcl (pH 7.5), 10 MgCl2, 10mM 
dithiothreitol, 2mM ATP, 25µg/mL BSA) into the pTriEx-4 plasmid (Novagen), 
transformed into DH5α competent cells and isolated under standard conditions 
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(Invitrogen).  The S-His-BRAt plasmid sequence was confirmed.  cDNA encoding for  
BRAt with an N-terminal Flag-tag was generated by Integrate DNA Technologies 
(Coralville, IA) using the published genbank BRCA1 sequence U14680.  Flag-BRAt 
cDNA was then ligated using T4 DNA ligase (New England Biolabs) in 1X  T4 ligase 
buffer into the pcDNA3.1(+) expression vector (Clontech, Palo Alto, CA), transformed 
into DH5α competent cells and isolated under standard conditions (Invitrogen).  The 
Flag-BRAt plasmid sequence was confirmed.   
A control plasmid, named BRIT, was generated by inserting an in-frame missense 
mutation to abrogate the BRAt sequence from amino acids 22 through 33 in the S-His-
BRAt plasmid.  This plasmid was used as a negative control to demonstrate BRAt 
specificity.    
The human telomerase reverse transcriptase (hTERT) promoter-luciferase 
construct, pGL3–1375 [168], was used to develop a BRAt expression plasmid under the 
control of the hTERT promoter.  Flag-tagged cDNA for the BRAt protein was inserted in 
sense orientation at the HindIII and NcoI sites.  The resulting plasmid was sequenced to 
confirm the correct orientation and sequence of the insert. This plasmid was named 
hTERT-BRAt-luc and was also used to create a second plasmid lacking the luciferase 
reporter.  Briefly, the luciferase reporter cDNA was removed from the hTERT-BRAt-luc 
plasmid by NcoI and BamHI digestion and the resulting sticky ends were blunted by use 
of the Klenow fragment.  Blunt-end ligation was performed to close the plasmid, 
resulting in an hTERT-BRAt plasmid lacking the luciferase reporter gene.  
IOSE-118, OV2008, and C13 cells were transfected using the Nucleofector device 
(Amaxa, Gaithersburg, MD) with 2 μg of plasmid (GFP, S-His-BRAt, Flag-BRAt,  
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hTERT-BRAt, hTERT-BRAt-luc, BRIT, Activated Akt, or pcDNA3.1(+)).  Briefly, 
1x106 cells were mixed with 2 μg of the appropriate plasmid in 100 µl of Nucleofector 
solution (kit #VPD-1005).  The cell suspensions were then transferred to electroporation 
cuvettes and transfected using program X-005 on the Nucleofector device.  To estimate 
overall transfection efficiency, GFP-transfected cells were visualized and photographed 
24 hours post-transfection using a digital camera-equipped fluorescence microscope.   
Stable BRAt cells were generated using the S-His BRAt and Flag-BRAt plasmids.  
Two million IOSE-118 cells were transfected with 2 µg of plasmid (S-His-BRAt, Flag-
BRAt, or pcDNA3.1(+)).  After 24 hours, S-His-BRAt cells were grown with 1% 
hygromycin B selection media and Flag-BRAt and pcDNA3.1(+) cells were grown with 
1 mg/ml G418 selection media.  Multiple stable clones of each cell line were established 
and characterized for this study.   
 
Luciferase Assay 
Luciferase expression (to indicate BRAt expression) was confirmed in hTERT-
BRAt-luc-transfected cells using the luciferase assay.  To confirm the cancer-specific 
expression of our hTERT-BRAt-luc plasmid, 1x106 primary HDF cells or primary OVAD 
cells were transfected with 2 μg of GFP or 2 μg of hTERT-BRAt-luc using Nucleofector 
kit #VCA-1003 and program X-005.  Luciferase activity was measured 48 h after 
transfection using the Luciferase Assay System (Promega, Madison, WI) according to the 
manufacturers' instructions. β-galactosidase was measured 48 h after transfection using 
the Luminescent β-galactosidase Detection Kit II  (Clontech, Mountain View, CA) 
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according to the manufacturers' instructions.  Transcriptional activity was expressed as 
relative luciferase activity ±SE, after normalization with β-galactosidase activity. 
 
BRAt Morphology and Cell Growth 
To assess potential BRAt-dependent morphological changes, BRCA1wt and stable 
S-His-BRAt cells were grown on coverslips and visualized via light microscopy.  Cells 
were also fixed in 4% paraformaldehyde and immunostained with cytokeratin and 
vimentin [167, 169].  
 
Tumorigenesis and Telomerase Assays  
Fifty thousand BRCA1wt, stable S-His-BRAt, or the telomerase-positive, 
tumorigenic breast cancer carcinoma MCF7 cells [170] were subjected to growth in 
0.35% soft agar for 14 days. Agar cultures were lysed, stained with 0.005% Crystal 
Violet and photographed. Telomerase activity of each cell line was measured using the 
telomerase polymerase chain reaction-enzyme-linked immunosorbent assay (PCR-
ELISA) (Roche Molecular Biochemicals, Indianapolis, IN) as described previously and 
according to manufacturer’s instructions [171]. 
 
BRAt Localization 
BRCA1wt and transient S-His-BRAt cells were lysed in chilled IGEPAL lysis 
buffer (50mM Tris-HCl (pH 8.0), 100mM NaCl, 5mM MgCl2, 0.5% (v/v) IGEPAL).  
Lysed cells were centrifuged at 15,000 x g and supernatant (containing cytoplasm/plasma 
membrane proteins) was removed for analysis.  The pellet (containing nuclear proteins) 
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was washed twice and resuspended in lysis buffer.  Fractionation samples were incubated 
overnight with anti-His-tag antibody.  Immunocomplexes were then precipitated using 
Protein A agarose (Invitrogen), washed, resuspended with loading buffer and 
electrophoresed via 7% SDS-PAGE.  Samples were transferred to PVDF membrane and 
probed against biotinylated S-Protein (Novagen).  Immunoprecipitate supernatant 
samples were electrophoresed via 7% SDS-PAGE, transferred to PVDF membrane, and 
probed for NFĸB p65  and Histone H2A (Cell Signalling Technologies) to confirm 
fractionation purity. 
 
BRAt RT-PCR 
To determine if BRAt mRNA was subject to nonsense-mediated mRNA decay, 
we performed RT-PCR to detect BRAt mRNA levels in stable Flag-BRAt cells.  Total 
RNA was collected using TRizol reagent (GIBCO BRL).  One microgram total mRNA, 
oligo(dT), and reverse transcriptase were used to generate single-strand cDNA as 
previously described [172].  The cDNA samples were amplified using the Perkin-Elmer 
(Palo Alto, CA) GeneAmp kit.  To prevent wild-type BRCA1 amplification, the sense 
primer encompassed a portion of the Flag sequence.  The BRAt primers used were BRAt-
S (CGATGACAAAATGGATTTATCTGC) and BRAt-AS 
(GAGACAGGTTCCTTCATCAACTCC) with β-actin primers actin-S 
(CCGTACCACTGGCATCGTGATGGA) and actin-AS 
(CCAGGGCAGTGATCTCCTTCTGCA) for an internal control.  PCR was performed 
for 32 cycles of 94ºC for 30 s, 60ºC for 30 s, and 72ºC for 20 s.  Ten percent DMSO and 
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10% glycerol were added to the PCR reaction to further prevent any wild-type BRCA1 
amplification.  Actin primers were added at cycle 14.  The amplified products were then  
separated by electrophoresis on a 10% polyacrylamide gel, stained with 1x SYBR Green 
(Lonza, Rockland, ME), and photographed with the Kodak EDAS 120 Digital Analysis 
System. 
 
XIAP, cIAP1, and Bax RT-PCR 
To determine if STS treatment affected mRNA levels of XIAP, cIAP1, and Bax, 
we used RT-PCR to measure their mRNA levels following STS treatment.  Total RNA 
was collected using TRizol reagent (GIBCO BRL) at 0, 2, 4, and 6 hours following STS 
treatment.  One microgram total mRNA, oligo(dT), and reverse transcriptase were used 
to generate single-strand cDNA as previously described [172].  The cDNA samples were 
amplified using the Perkin-Elmer (Palo Alto, CA) GeneAmp kit.    The XIAP primers 
used were XIAP-S (CGCGAGCGGGGTTTCTCTACAC) and XIAP-AS 
(ACCAGGCACGGTCACAGGGTTC).  The cIAP1 primers used were  cIAP1-S 
(CCAGCCTGCCCTCAAACCCTCT) and cIAP1-AS 
(GGGTCATCTCCGGGTTCCCAAC).  The Bax primers used were Bax-S 
(AGGGTTTCATCCAGGATCGAGCAG) and Bax-AS 
(ATCTTCTTCCAGATGGTGAGCGAG).  β-actin primers actin-S 
(GGGAATTCAAAACTGGAACGGTGAAGG) and actin-AS 
(GGAAGCTTATCAAAGTCCTCGGCCACA) were used as an internal control.  PCR 
was performed for 35 cycles of 94ºC for 1 m, 65ºC for 1m, and 72ºC for 2 m.  Actin 
primers were added after cycle 19.  The amplified products were then separated by 
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electrophoresis on a 10% polyacrylamide gel, stained with 1x SYBR Green (Lonza, 
Rockland, ME), and photographed with the Kodak EDAS 120 Digital Analysis System. 
 
Apoptosis Induction and Quantification 
Cells were treated with 1µM STS (Alexis Biochemicals, San Diego, CA), 25 µM 
CP (CP)(Sigma), or 25 µM  carboplatinum (CB)(Sigma) and incubated as indicated in the 
results.  Cellular death was determined via trypan blue exclusion assay as previously 
described [160]. To ensure that any detached cells were included in the assay all 
conditioned media, PBS-wash samples, and trypsinized cell samples were pooled prior to 
centrifugation.  Cells were pelleted by centrifuging at 1000 x g for 5 minutes and pellets 
were washed with PBS.  Cells were then centrifuged again for 5 minutes and the cell 
pellets were resuspended in 1 ml of PBS.  Aliquots of 100 μl were transferred to 1.5 ml 
tubes and mixed with 100 μl of 0.4% Trypan blue stain (Gibco BRL).   Samples of the 
Trypan blue stained cells were counted in quadruplet using a hemocytometer and 
classified as dead (blue/black in appearance) or alive (clear/refractile in appearance).  
The cell suspensions were also subjected to western blot analysis.  Protein 
samples were lysed in CHAPS buffer and 15 μg of protein was separated via 10% SDS-
PAGE. Proteins were transferred to PVDF membranes and blocked in 5% milk in Tween 
20-TBS. Blots were incubated in their respective antibodies overnight and developed via 
enhanced chemiluminescence (ECL) (Amersham). Cleaved-caspase 3, caspase 3, DFF45, 
XIAP, cIAP1, cIAP2, survivin, Bax, Akt, and phospho-Akt  antibodies were purchased 
from Cell Signaling Technology (Beverly, MA). FLAG and β-actin antibodies were 
purchased from Sigma (St. Louis, MO). 
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Cell viability was also measured by the CellTiter 96® AQueous One Solution Cell 
Proliferation MTS (Promega, Madison, WI) colorimetric assay. The assay was performed 
in 96 well microtiter plates according to manufacturer's instructions and is based on 
soluble formazan production by dehydrogenase enzymes.  Absorbance was determined at 
490 nm using an ELx800 microplate reader (Bio-Tek Instruments, Winooski, VT) and the 
results expressed as the mean absorbance ± SE.   
Caspase 3 activation was confirmed and quantified via the Quantikine Active 
Caspase 3 ELISA Kit performed as previously described [89] and according to 
manufacturer’s instructions (R&D Systems, Minneapolis, MN).  The results are 
expressed as the mean absorbance ± SE. 
Cell death was also measured via flow cytometry.  Cells were treated with 1 µM 
STS and incubated as indicated in the results.  To ensure that any detached cells were 
included in the assay all conditioned media, PBS-wash samples, and trypsinized cell 
samples were pooled prior to centrifugation.  Cells were pelleted by centrifuging at 1000 
x g for 5 minutes and pellets were washed with PBS.  Cells were then centrifuged again 
for 5 minutes and the cell pellets were resuspended in 250 µl of PBS.  Ten microliters of 
propidium iodide (PI) were added to each sample and the samples were analyzed on a 
FACS Canto II Flow Cytometry System.  Cells staining positive for PI are considered 
dead and negative staining cells are considered alive. 
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Statistical Analysis 
Where applicable, the data were subjected to paired Student's t test analysis to 
determine statistical differences between control and treated samples.  The results are 
reported as a P value within the respective figures. 
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Results 
 
Detection of BRAt mRNA and nuclear localization of BRAt protein  
The BRAt nucleotide and protein sequences were determined using the published 
genbank BRCA1 sequence U14680 (Figures 1A and 1B).    Multiple BRAt expression 
plasmids were created and all were analyzed to confirm correct orientation and sequence 
(Figure 2). 
 
 
Figure 1 BRAt Nucleotide and Protein Sequence 
A)  The cDNA nucleotide sequence of wild-type BRCA1 (normal text) compared to the 
BRAt nucleotide (italic text).  The deleted AG residues are underlined in bold in the wild-
type sequence.  The premature stop codon is double-underlined in bold in the 185delAG 
sequence.   B) The amino acid sequence of BRAt protein. 
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Figure 2 BRAt Expression Plasmids 
Five different expression plasmids were created.  A) S-His-BRAt plasmid was used for 
detecting BRAt protein localization.  B) Flag-BRAt plasmid was used for detecting BRAt 
mRNA.  C) hTERT-promoter-BRAt-Luciferase plasmid was used to demonstrate the 
selective transfection of ovarian cancer cells.  D) hTERT-promoter-BRAt plasmid was 
used to selectively transfect and sensitize ovarian cancer cells to chemotherapeutic 
treatment. E) BRIT plasmid was used a negative control to demonstrate the specificity of 
BRAt protein.   
 
 
An RT-PCR protocol was developed to confirm translation of Flag-BRAt mRNA 
in cells transfected with Flag-BRAt.  The initial application of this protocol demonstrates 
the inherent difficulties in detecting BRAt message and protein due to the similarities in 
sequence to wild-type BRCA1.  The BRAt-sense primer was designed to prevent 
amplification of wild-type BRCA1 by including ten nucleotides from the Flag-tag 
sequence. However, as demonstrated in Figure 3, a less intense, but appropriately sized 
band was initially detected in non-BRAt cells, indicating amplification of wild-type 
BRCA1 message. 
To address the non-specific amplification of wild-type BRCA1, varying amounts 
of DMSO and/or glycerol were added to the PCR reaction to increase primer binding 
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specificity and eliminate any wild-type BRCA1 byproduct.  Final PCR products were 
resolved on a 10% acrylamide gel and the combination of 10% DMSO and 10% glycerol 
completely abrogated the non-specific amplification of wild-type BRCA1 (Figure 4). 
To demonstrate the effectiveness of this optimized protocol for detecting Flag-
BRAt mRNA, stable and transiently transfected Flag-BRAt cells were analyzed and 
compared to stable and transiently transfected GFP cells.  An appropriately sized 145 b.p.  
band was observed in both stable BRAt samples and the single transient BRAt sample.  
No band was present in any of the GFP samples, demonstrating the specificity of this 
protocol for BRAt mRNA (Figure 5). 
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Figure 3 Initial Application of the BRAt RT-PCR Protocol 
IOSE 118 cells were transiently transfected with 2 µg GFP plasmid, 2 µg BRAt plasmid, 
or 4 µg BRAt plasmid.  mRNA samples were isolated and analyzed via RT-PCR.  cDNA 
products were visualized on a 3% agarose gel. 
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Figure 4 BRAt PCR Optimization with DMSO and Glycerol 
IOSE 118 cells transiently transfected with Flag-BRAt or transiently transfected with 
GFP were analyzed via RT-PCR with varying amounts of DMSO, glycerol, and 
combinations thereof.  Final cDNA products were analyzed on a 10% acrylamide gel and 
optimal PCR conditions are indicated by the outlined band. 
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Figure 5 BRAt RT-PCR detects BRAt mRNA in Stable and Transiently 
Transfected cells 
BRAt RT-PCR was performed on mRNA samples from stable and transiently transfected 
Flag-BRAt cells and stable and transiently transfected GFP cells.  Final PCR products 
were analyzed on a 10% acrylamide gel.  
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Final optimization of the BRAt RT-PCR protocol was achieved by the addition of 
β-actin primers for use as an internal control.  The β-actin primers are added at later 
cycles to prevent over-amplification of β-actin message that could potentially deplete the 
reaction components necessary for amplification of BRAt mRNA.  The β-actin primers 
were added at the end of cycles 12, 14, 16, or 18 and final PCR products were analyzed 
on a 10% acrylamide gel.  Samples with β-actin primers added at cycles 12 or 14 
contained detectable but not over-amplified β-actin bands, whereas samples with β-actin 
primers added at cycles 16 or 18 did not contain sufficiently detectable β-actin bands 
(Figure 6).  Therefore, the addition of β-actin primers at cycles 12 or 14 is sufficient to 
detect β-actin message for use as an internal control. 
Following optimization of the BRAt RT-PCR protocol, Flag-BRAt PCR samples 
were resolved on a 3% gel and the 145 b.p. band was excised and purified.  This band 
was then cloned into the pDrive cloning vector for DNA sequencing.  Six independent 
clones were sequenced and all lacked the AG nucleotides at position 185, confirming 
successful amplification of Flag-BRAt mRNA (dns). 
To determine the cellular localization of BRAt, BRCA1wt and transiently 
transfected S-His-BRAt cells were separated into nuclear and cytoplasmic fractions.  
Western blot analysis for S-protein following His-tag immunoprecipitation showed BRAt 
protein localized in the nuclear fraction (Figure 7).  The immunoprecipitation supernatant 
was probed for NFĸB p65 (a cytoplasmic protein) and Histone H2A (a nuclear protein) to 
confirm fraction purity.    
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Figure 6 Optimization of β-actin Primer Addition for use as an Internal 
Control 
The addition of β-actin primers was optimized for use as an internal control.  β-actin 
primers were added at cycles 12, 14, 16, or 18 and final PCR products were analyzed on a 
10% acrylamide gel. 
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Figure 7 Localization of BRAt Protein  
BRCA1wt and transiently transfected S-His BRAt cells were lysed and separated into 
nuclear (nuc) and cytoplasmic (cyt) fractions. The BRAt 6X-His tag was 
immunoprecipitated from the fractionated samples.  IP reaction and supernatant were 
analyzed via SDS-PAGE.  IP reaction was probed for biotinylated S-protein and 
supernatant was probed for NFĸB p65 and Histone H2A to ensure fraction purity. 
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BRAt does not alter IOSE morphology or induce tumorigenesis 
We next sought to determine whether BRAt altered the growth, morphology, 
and/or tumorigenesis of human IOSE cells.  BRAt cells maintained equal expression  of 
cytokeratin and vimentin (Figure 8A), two intermediate filaments characteristic of 
ovarian surface epithelial cells [169, 173].  Further, BRAt cells retained the approximate 
size and morphology of the BRCA1wt cells (Figure 8A).  In addition, BRAt cells showed 
the same growth pattern as BRCA1wt in the initial passages after transfection and BRAt 
expression did not alter endogenous levels of full length BRCA1 (dns).   
Transfection with BRAt did not cause tumorigenesis in BRCA1wt cells (Figure 
8B).  Soft agar cultures stained with crystal violet showed colonies only in dishes seeded 
with MCF7 cells, a breast cancer carcinoma cell line known to be tumorigenic [170].  No 
colonies formed in BRCA1wt or BRAt dishes.  To confirm that BRAt transfection did not 
cause BRCA1wt cells to become tumorigenic, we assayed all three cell lines for 
telomerase, an enzyme not found in normal adult tissue, but active in almost 90% of all 
tumors [174].  BRCA1wt and BRAt cells did not express telomerase levels above assay 
background levels, whereas MCF7 levels were 2-fold higher (Figure 8C).  Taken 
together, these results suggest BRAt expression does not alter ovarian surface epithelial 
morphology, growth, or tumorigenic capability. 
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Figure 8 BRAt does not alter IOSE morphology or tumorigenicity   
A) BRCA1wt and stable S-His BRAt cells were grown on coverslips, fixed and 
immunostained for cytokeratin or vimentin at 200X magnification. B) MCF7, BRCA1wt, 
and stable S-His BRAt cells were grown in soft agar for 14 days and stained with crystal 
violet to visualize colonies.  C) Parallel cultures of (B) were collected, lysed, and probed 
for telomerase levels via PCR-ELISA.  Results are expressed as the average absorption 
from triplicate samples at 495nm ± SE. 
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BRAt increases caspase-3 mediated apoptosis following STS treatment 
To determine whether BRAt alters the apoptotic program, we treated BRCA1wt 
and stable S-His-BRAt cells with 1μM STS and assayed overall cell death via trypan blue 
exclusion assay (Figure 9A).  Approximately 70% of the BRAt cells were dead after 4 
hours, as opposed to 50% death in the parental cell line.  To determine if the difference in 
overall cell death observed at 4 hours was significant, we analyzed the data using the 
paired Student's t test which revealed a P value of 0.047.  While this value suggests only 
borderline significance, it is sufficient to conclude that the presence of BRAt protein is 
indeed leading to increased cell death following STS treatment. 
Previous studies have shown that STS treatment evoked an enhanced caspase-3 
mediated apoptotic response in BRCA1 185delAG IOSE cells [90]. Active-caspase-3 
ELISA showed levels of active caspase-3 in BRAt cells to be 20% higher after STS 
treatment than in the control cell line (p< 0.039) (Figure 9B).  This observation correlates 
favorably with the similar 20% difference in overall cell death observed in Figure 9A.  
Western blot confirmed higher levels of active caspase 3 as well as increased degradation 
of DFF45 and increased cleavage of PARP, substrates of caspase 3 [175, 176] (Figure 
9C).  Active caspase 3 and DFF45 were normalized to their respective actin levels using 
Imagequant densitometry software and the results are shown in Table 1.  Active caspase 
3 levels were higher in BRAt cells at 3 and 4 h after STS treatment with greater than 6 
times more caspase 3 activity present at 4 h in BRAt treated cells (Figure 9C and Table 
1).  Despite differences in initial levels, DFF45 cleavage was essentially complete at 3 h 
after STS treatment in BRAt transfected cells, with only 7% DFF45 remaining at 4 h,  
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while full length DFF45 was still at approximately 17% of controls through 4 h in 
BRCA1wt cells (Figure 9C and Table 1).  Further, there was also greater PARP cleavage 
in BRAt cells compared to controls after 4 h STS treatment (Figure 9C).  
To determine whether the BRAt protein specifically caused the increase in active 
caspase 3 shown in the transfected cell line, we generated a 6X-His tagged construct of 
comparable size to BRAt containing an in-frame missense mutation abrogating the 
sequence coded at amino acids 22 through 33 in BRAt.  This construct, BRIt, was 
transfected into BRCA1wt cells, the cells were treated with 1µM STS and assayed for 
active caspase 3 via western blot (Figure 9D).  Cleaved caspase 3 levels in STS-treated 
BRIt cells were equal to control cells, indicating that the differences observed in BRAt 
cells is specifically due to the presence of BRAt protein.  
To further confirm that BRAt cells undergo increased apoptosis following STS 
treatment, we treated BRAt and BRCA1wt cells with STS and then measured the amount 
of dead cells present via flow cytometry (Figure 10).  Cells were stained with propidium 
iodide (PI) and cells staining positive for PI were considered dead, where as non-staining 
cells were considered to be living.  At six hours after treatment, 36.1% of the BRAt cells 
were dead, compared to only 13.9% of the BRCA1wt cells.  This trend continued at 8 
hours after treatment as 50% of the BRAt cells were dead compared to only 22.2 % of the 
BRCA1wt cells.  
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Figure 9  BRAt confers increased STS-mediated cell death via caspase-3 
cleavage.   
BRCA1wt and stable S-His BRAt cells were treated with 1µM STS. A) Cells were then 
trypsinized and treated with trypan blue and counted in triplicate.  Results are shown as 
the average percentage of dead cells after 0, 1 and 4 hours ± SE. B) Triplicate samples of 
BRCA1wt and stable S-His BRAt cells were treated with 1µM STS for 4 hours and 
assayed for active caspase 3 via ELISA.  Untreated cultures from each line were also 
assayed as a control.  Results are expressed as average absorption at 450 nm ± SE.  C) 
Parallel cultures were treated with 1µM STS, collected between 0 and 4 h, and assayed 
via western blot for cleaved-caspase 3, DFF45, and PARP.  Blots were then stripped and 
reprobed for actin as a loading control.  D) BRCA1wt cells were transiently transfected 
with BRIt, treated with 1 µM STS, collected at 4 hours, and probed for cleaved-caspase 3 
via western blot.  Blot was then stripped and reprobed for actin as a loading control. 
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 Cl.Cas. 3 DFF45 XIAP p-Akt 
BRCA1wt STS0 hr nd 1.52 6.02 2.80 
BRCA1wt STS 1.0 hr nd 2.02 4.60 4.00 
BRCA1wt STS 4.0 hr 3.06 0.26 3.83 5.37 
BRAt STS 0 hr nd 2.47 1.26 1.90 
BRAt STS 1.0 hr nd 1.97 1.73 2.30 
BRAt STS4.0 hr 19.98 0.17 0.25 1.30 
 
Table 1 Densitometric analysis of selected members of the caspase pathway in 
BRAt cells.   
Representative immunoblots for activated caspase 3, full length DFF45, XIAP, and p-Akt 
were scanned and analyzed via the ImageQuant software application. Values reported 
were normalized to the immunoblots’ respective actin levels or total protein in the case of 
phosphorylated protein and expressed as arbitrary densitometric units. An entry of ‘nd’ 
represents a value not detectable by the application. 
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Figure 10  BRAt confers increased STS-mediated cell death  
BRCA1wt and BRAt cells were treated with STS and cell death was measured via flow 
cytometry.  A)  The peak to the right of the vertical line in each histogram represents the 
PI positive (dead) cells.  B)  The data from part (A) depicted graphically.  
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BRAt cells express lower levels of XIAP, cIAP1, and  p-Akt and increased levels of Bax 
To determine the mechanism by which BRAt cells display an elevated caspase 3-
mediated apoptotic response, we first assayed for the caspase 3-inhibiting IAP protein 
family (Figure 11A).  Levels of cIAP2 and survivin were similar in BRCA1wt and BRAt 
cells.  However, levels of both cIAP1 and XIAP were lower in untreated BRAt cells than 
in untreated parental cells, with almost no detectable cIAP1 in the BRAt cells and at least 
6 times less XIAP in BRAt than wt cells (Table 1).  Further, the levels of XIAP in the 
BRAt cells decreased much more rapidly with STS treatment than the parental cell line 
(20% remaining in BRAt cells at 4 h and 63% remaining in wt cells), with almost total 
XIAP protein degradation by 4 h in BRAt cells (Table 1).  We then assayed for Bax 
protein following CP treatment in BRCA1wt and BRAt cells (Figure 11B).   Bax protein 
levels remained constant in BRCA1wt cells, however, Bax increased by approximately 
60% in BRAt cells between 24 and 48 hours following CP treatment.  
Messenger RNA levels of XIAP, cIAP1, and Bax were also measured using semi-
quantitative RT-PCR.  Final XIAP, cIAP1, and Bax  PCR products were analyzed on a 
10% acrylamide gel (Figure 12A-C, left panel) and the relative amount of each message 
were calculated by normalizing to the respective actin band (Figure 12A-C, right panel).  
XIAP message levels remained relatively constant in BRCA1 wt or BRAt cells before and 
after treatment, however, the overall XIAP message levels were decreased in BRAt cells 
(Figure 12A), providing a possible explanation for the decreased XIAP protein levels in 
BRAt cells (Figure 11A).  cIAP1 message levels were similar in BRCA1 wt and BRAt 
cells (Figure 12B) suggesting post-translational protein modifications may be responsible 
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for the decreased cIAP1 protein levels (Figure 11A). Bax mRNA levels increased in both 
BRCA1wt and BRAt cells following STS treatment, however, the increase in BRAt cells 
was much more dramatic (Figure 12C). 
Since XIAP stability is due, in large part, to its phosphorylation by Akt, we 
examined Akt activation in BRCA1 wt vs. BRAt cells (Figure 13A).  There was 
approximately 30% less p-Akt in resting BRAt cells (Table 1) with no appreciable 
change in total Akt protein.  While STS treatment doubled p-Akt levels in wt cells, it did 
not significantly affect p-Akt levels in BRAt cells (Figure 13B and Table 1). 
 To determine the extent to which the Akt pathway was responsible for BRAt-
mediated caspase 3 elevation, constitutively active Akt (AA) was transfected into BRAt 
cells which were then treated with STS and caspase 3 activation was measured via 
western blot (Figure 13B).  AA-transfected BRAt cells showed a dramatic decrease in 
caspase 3 activation following STS treatment, suggesting that Akt plays a pivotal role in 
BRAt-mediated caspase-3 activation.   
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Figure 11   BRAt cells have decreased cIAP1 and XIAP and increased Bax protein 
levels.   
A) BRCA1wt and stable S-His-BRAt cells were treated with 1µM STS and assayed via 
western blot analysis for members of IAP protein family.  B) BRCA1wt and Flag-BRAt 
cells were treated with 25 µM CP and assayed via western blot analysis for Bax protein.   
All blots were then stripped and reprobed for actin as a loading control.    
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Figure 12 BRAt cells have decreased XIAP and increased Bax message levels 
BRCA1wt and stable Flag-BRAt cells were treated with 1µM STS and (A) XIAP,        (B) 
cIAP1, and (C) Bax mRNA levels were measured via RT-PCR. Final PCR products were 
analyzed on a 10% acrylamide gel (left panel) and the relative amount of each message 
were calculated and graphed by normalizing to the respective actin band (right panel). 
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Figure 13 BRAt cells have decreased levels of phosphorylated Akt 
A)  BRCA1wt and stable S-His-BRAt cells were treated with STS and assayed via 
western blot for p-Akt and total Akt levels.  B)  p-Akt levels were quantified using 
ImageQuant densitometric software.  p-Akt values were normalized to total Akt and 
expressed as arbitrary units. C) BRCA1wt and stable Flag-BRAt cells transfected with 
AA cDNA were treated with STS and assayed for cleaved-caspase. 
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hTERT-BRAt can selectively increase apoptosis in cancer cells 
       To determine if BRAt protein was sufficient to increase the apoptotic response in 
drug-resistant ovarian cancer cells, we stably transfected S-His-BRAt into CP-resistant 
C13 ovarian cancer cells and treated with 1 µM STS.  In agreement with previous data 
(Figures 9 and 10) C13-BRAt cells showed a 30% increase in cell death 24 hours after 
treatment (Figure 14A).   
To further explore BRAt’s ability to increase apoptosis in cancer cells, we 
developed two BRAt expression plasmids operated by the hTERT gene promoter.  The 
cancer cell specific expression of telomerase makes the hTERT gene promoter an 
attractive target for therapeutic intervention.  Using this approach, it has been 
demonstrated previously that telomerase-negative cells transfected with plasmids 
encoding genes that are operated by the hTERT promoter do not recognize this promoter 
and, therefore, do not produce the target protein [168].  In contrast, telomerase-positive 
cancer cells drive hTERT promoter constructs and the encoded protein is produced as a 
result.    To determine if hTERT-BRAt constructs were sufficient to selectively transfect 
cancer cells, we transfected the hTERT-BRAt-luc plasmid into primary cultures of 
ovarian surface epithelial cells derived from adenomas and human dermal fibroblasts as 
well as C13 ovarian cancer cells and measured their luciferase activity.  The primary 
adenoma and human dermal fibroblasts did not display any luciferase activity, whereas 
the C13 ovarian cancer cells displayed high levels of luciferase activity following 
hTERT-BRAt-luc transfection (Figure 14B).  This indicated that hTERT-driven plasmids 
were sufficient to selectively express BRAt protein in cancer cells.   
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Figure 14 BRAt increases STS-induced death in ovarian cancer cells.   
A)  C13 ovarian carcinoma cells were transiently transfected with S-His-BRAt and 
treated with 1 µm STS.  Twenty-four hours after treatment,  overall cell death was 
measured in quadruplet samples via trypan blue exclusion assay.  Results are displayed as 
average death percentage ± SE  B)  Primary human ovarian adenoma (OVAD) cells, 
primary human dermal fibroblast cells (HDF), and C13 ovarian carcinoma cells were 
transiently transfected with hTERT-BRAt, hTERT-BRAt-luc or GFP plasmid.  Triplicate 
aliquots of each sample were assayed for luciferase activity.  Results are expressed as 
average relative luciferase activity ± SE. 
 
 
BRAt increases cytotoxicity in platinum-resistant ovarian cancer cells  
To begin to assess possible clinical uses for the apoptotic sensitizing effects of 
BRAt protein, we utilized the trypan blue exclusion assay to measure overall cell death in 
CP-resistant C13 ovarian cancer cells (which were derived from CP-sensitive OV2008 
ovarian cancer cells).  C13 cells were transfected with the hTERT-BRAt plasmid and 
overall cell death following STS treatment was compared to OV2008 cells (Figure 15A).   
C13 cells expressing BRAt showed a significant increase (p<0.05 at 4 hours and p<0.02 
at 24 hours) in overall cell death as compared to control C13 cells.  OV2008 and C13-
BRAt showed no significant difference in cell death at 24 hours.    Western blot analysis 
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for cleaved-caspase 3 revealed a 3-fold increase in BRAt-transfected C13 cells after 4 
hours (Figure 15B) indicating increased apoptosis in these cells.   
We also utilized MTS assays to measure overall cell viability and proliferation 
following  cis- or carboplatinum treatment in BRAt transfected C13 cells (Figures 15C 
and 15D).  As expected, mock-transfected C13 cells showed no response to carbo- and 
cisplatinum (CB and CP) treatment, as compared to untreated cells (Figure 15C and 
15D).  C13 cells transfected with BRAt showed a 26% decrease (p<0.01) in cell growth 
at 24 hours and a 33% decrease (p<0.001) in cell growth at 48 hours following CB 
treatment.  Similarly, C13 BRAt cells treated with CP also showed significantly 
decreased cell growth at 48 (p<0.01) and 72 (p<0.001) hours as compared to control 
transfected C13 cells.  At 24 hours post CP treatment C13 BRAt cell growth had 
decreased by 56% as compared to mock-transfected cells.  This cell growth decrease 
remained constant at 48 and 72 hours post transfection (61% and 57% decreases).  
Together, these data demonstrate the ability of the BRAt protein to sensitize platinum 
resistant ovarian cancer cells to cytotoxic treatment.   
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Figure 15 BRAt increases cytotoxicity in platinum-resistant ovarian cancer cells.   
A)  CP-resistant C13 cells, C13 cells transfected with hTERT-BRAt, and CP-sensitive 
OV2008 cells were treated with 1 µM STS.  Overall cell death was measured in 
quadruplet samples via trypan blue exclusion assay.  Results are displayed as average 
death percentage ± SE.  B) CP-resistant C13 cells, C13 cells transfected with hTERT-
BRAt, and CP-sensitive OV2008 cells were treated with 1 µM STS and assayed via 
western blot for cleaved caspase-3.  Blot was then stripped and reprobed for actin as a 
loading control.   Triplicate samples of mock- and hTERT-BRAt transfected C13 cells 
were treated with 25 µM CB (C) or 25 µM CP (D) and analyzed via MTS assay for 
overall cell proliferation.  Results are expressed as average absorption at 450 nm ± SE.   
60 
 
 
 
Discussion 
 
Previously, it has been shown that IOSE cells carrying the BRCA1 185delAG 
mutation have an increased sensitivity to caspase-mediated apoptosis [90].  This increase 
results from decreased XIAP-mediated ubiquitination and is associated with  loss of Akt 
activation [89].  Here, we provide direct evidence of the 185delAG truncation, BRAt, 
protein’s involvement in caspase-mediated apoptosis of human IOSE.  Transfection of 
BRAt protein into BRCA1wt IOSE cells did not alter cell growth, morphology, 
intermediate filament profile, or nuclear localization of full length BRCA1.  Yet, STS 
treatment induced a significantly stronger caspase 3-mediated apoptotic response in these 
cells.  Further, western blot analysis revealed BRAt increased caspase-3 activation by 
decreasing Akt phosphorylation and that BRAt protein sensitized platinum resistant 
ovarian cancer cells to cis- and carboplatinum treatment. 
It is increasingly apparent that a paradox exists between the tumor-suppressive 
function and therapeutic-sensitivity of wild-type BRCA1 cell lines and those expressing 
BRCA1 mutants. Our study is the first to directly link the BRCA1 185delAG mutation to 
increased apoptosis, and our findings are similar to those of others. For example,  a 
BRCA1 mutant expressing the first 299 amino acids of the protein increased 
radiosensitivity in mammary epithelial cells [177], and a truncated BRCA1 mutant 
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expressing the first 602 amino acids of the protein increased chemosensitivity in ID-8 
mouse ovarian cancer cells [88].    
 The propensity for the nonsense-mediated decay (NMD) of mRNAs containing 
premature stop codons suggests that the mRNAs for the BRCA1 185delAG mutation and 
other BRCA1 truncation mutants would not be translated in cell lines carrying these 
mutants.  It has been suggested that mRNA encoding the 185delAG has a very short half-
life and that the expression of the 185delAG mutant in transient transfection assays is 
undetectable [178].  Others have reported that only twenty-four of thirty BRCA1 
truncating mutants are subject to NMD.  Interestingly, the 185delAG mutant is among the 
six mutations found to have no significant decrease in steady-state transcript levels, 
suggesting that this mutant is not subject to NMD [179].  Our results support the latter, as 
we demonstrated the expression of stable and transiently-transfected BRAt in ovarian 
surface epithelial cells via RT-PCR and western blot.   
 These data also correlate favorably with clinical reports noting reduced 
chemotherapeutic response in breast and ovarian cancer patients with sporadic disease 
when compared to patients carrying BRCA1 founder mutations [81, 158, 159].  Though 
this protein has yet to be shown to exist clinically, these data suggest that the BRCA1 
185delAG protein is functional and plays a crucial clinical role in ovarian cancer patients 
carrying this mutation.  While the exact function and molecular mechanisms of the 
BRCA1 185delAG protein are not known, this data suggests that BRAt may disrupt Akt 
activation in vitro.  Akt is often overexpressed or constitutively activated in ovarian 
cancers, thus it represents a valid therapeutic target [180, 181].  Accordingly, the 
development of molecules that target Akt is an active area of biomedical research [182, 
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183].  Therefore, a better understanding of the signaling pathways responsible for the 
favorable clinical response of ovarian cancer patients carrying the BRCA1 185delAG 
mutation, especially those pertaining to the ability of BRAt to abrogate Akt activation, is 
critical.  
 Taken together, these findings indicate that the truncated protein derived from the 
BRCA1 185delAG mutation is sufficient to increase cytotoxicity in ovarian cells 
following chemotherapeutic treatment.    BRAt-enhanced caspase 3 activity, then, may 
represent a new approach to overcome reduced apoptotic response commonly seen in 
chemoresistant tumors.  
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CHAPTER III 
BRCA1 185delAG TRUNCATION PROTEIN, BRAT, AMPLIFIES MASPIN 
EXPRESSION IN HUMAN OVARIAN SURFACE EPITHELIAL CELLS 
 
Abstract 
 
Maspin protein has been shown to sensitize breast carcinoma cells to STS-induced 
apoptosis by a seemingly similar mechanism to what we see in BRAt induced apoptosis 
in our ovarian models.   In ovarian cancer the relationship between maspin expression 
and patient prognosis appears to be dependent on the subcellular localization of maspin.  
Nuclear maspin has been associated with reduced markers of angiogenesis and prolonged 
survival.  Additionally, ovarian cancer patients with complete response to CP treatment 
have been reported to have significantly higher levels nuclear maspin than non-
responsive patients.  Based on these initial observations, we hypothesized that BRAt 
protein induces maspin protein expression in ovarian surface epithelial (IOSE) cells.  
Herein, we provide the first evidence that the BRCA1 185delAG mutant protein, BRAt, 
is sufficient to induce maspin protein in IOSE cells. Maspin protein levels in normal 
IOSE cells that are heterozygous carriers of the BRCA1 185delAG mutation were 
compared to other normal IOSE cells with homozygous wild-type BRCA1.  All four 
BRCA1 185delAG mutation carriers tested showed higher maspin levels than six of seven 
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BRCA1 wild-type/BRCA1 status unknown cell lines.  Normal IOSE BRCA1 wild-type 
cells were transfected with BRAt protein and showed increased maspin mRNA levels and 
increased nuclear maspin protein levels as compared to mock-transfected cells.  
Additionally, both heterozygous carriers of the BRCA1 185delAG mutation and cells 
transfected with BRAt protein show an increased ability to activate the maspin promoter 
as compared to control cells.  The transcription factor AP1 is at least partially required for 
full activation of the maspin promoter in BRAt cells, as siRNA directed towards c-jun 
decreased activation of the full-length maspin promoter.  In conclusion, the data herein 
demonstrates that BRAt protein is sufficient to increase maspin expression in IOSE cells, 
providing a possible explanation for the increased CP response observed in some ovarian 
cancer patients.  
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Introduction 
 
Maspin (mammary serine protease inhibitor) was originally identified in normal 
mammary epithelium by subtractive hybridization on the basis of its expression in normal 
mammary epithelial cells [121].  Maspin protein has been shown to sensitize breast 
carcinoma cells to STS-induced apoptosis [119] and also plays a role in inhibition of 
growth, invasion, and metastatic potential of neoplastic cells [184].  In prostate cancer 
cell lines, maspin overexpression led to decreased tumorigenesis and reduced metastatic 
potential [185].  In contrast, maspin was found to be over-expressed in the progression of 
pre-invasive lesions to malignant tumors in pancreatic cancer specimens [186].   
It is increasingly apparent that a paradox exists between maspin expression and 
malignant progression in some cancers.  In ovarian cancer the relationship between 
maspin expression and patient prognosis appears to be dependent on the subcellular 
localization of maspin.  Maspin can inhibit ovarian cancer invasion in vitro, and nuclear 
maspin is associated with increased survival, whereas cytoplasmic localization is 
associate with poor outcome [141].  Similarly, nuclear maspin was associated with 
reduced markers of angiogenesis and prolonged survival in a retroactive study of 118 
ovarian cancer patients [144] and non-detectable maspin appears to confer an increased 
risk of progression and death in advanced stage epithelial ovarian cancer [143].  A recent 
report by Surowiak et al. presents conflicting data, suggesting that cytoplasmic maspin 
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correlates inversely with relapse of neoplastic disease.  Interestingly, they also report that 
patients with complete response to CP treatment showed significantly higher levels of 
nuclear maspin than non-responsive patients, suggesting that nuclear maspin expression 
may be characterstic of CP-sensitive ovarian cancers [136].   
Studies aimed at increasing CP sensitivity are not unique, and we have recently 
reported that the BRCA1 185delAG mutant protein, BRAt, can increase sensitivity in 
platinum-resistant ovarian cancer cells [187].  Recently, the expression of maspin in 
ovarian cancer cells has been reported to be epigenetically regulated [123] through 
demethylation of the maspin promoter [133].   Herein, we provide the first evidence that 
BRAt protein induces maspin expression in ovarian cells, thereby providing a possible 
mechanism by which the BRCA1 185delAG mutation confers therapeutic sensitivity.  
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Materials and Methods 
 
Cell Culture and Transfection 
The SV 40-Large T-Ag transfected human ovarian surface epithelial cell lines 
3261-77a, 3261-77b, 1816-686a, 1816-686b, 1816-680a, 1816-680b, 1816-575, IOSE-
118, IOSE-135, IOSE-120, IOSE-29, IOSE-144, and IMCC3 were cultured in Medium 
199/ MCDB 105 (Sigma, St. Louis, MO) with 5% or 10% fetal bovine serum and 
gentamicin.  Wild type BRCA1 status was confirmed via single site BRACAnalysis DNA 
sequencing at Myriad Biotechnologies (Salt Lake City, UT). Stable BRAt cells were 
generated as previously described [187] and grown in 1 mg/ml G418 selection media.  
All cells were incubated at 37ºC with 5% CO2. 
IOSE-118 cells were transiently transfected as previously described [187] using 
the Nucleofector device (Amaxa, Gaithersburg, MD) with 2 μg of plasmid (GFP, Flag-
BRAt, BRIT, Maspin, MasPro-FL, MasPro-759, MasPro-297, or MasPro-116).    
 
Cell Viability Assay 
Cell viability was measured by the CellTiter 96® AQueous One Solution Cell 
Proliferation MTS (Promega, Madison, WI) colorimetric assay. The assay was performed 
in 96 well microtiter plates according to manufacturer's instructions and is based on 
soluble formazan production by dehydrogenase enzymes.  Two thousand IOSE-118 cells 
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transiently transfected with Flag-BRAt, BRIT, or Maspin cDNA were plated on 96 well 
microtiter plates and incubated for 24 hours. The cells were then treated with 1µM STS 
or 25µM CP.  Absorbance at 490 nm was measured at 0, 4, 24, 48, and 72 hours 
following treatment using an ELx800 microplate reader (Bio-Tek Instruments, Winooski, 
VT) and the results expressed as the mean absorbance ± SE.   
 
Western Blot and RT-PCR 
Protein samples were lysed in CHAPS buffer and 15 μg of protein was separated 
via 10% SDS-PAGE. Proteins were transferred to PVDF membranes and blocked in 5% 
milk in Tween 20-TBS. Blots were incubated in their respective antibodies overnight and 
developed via ECL (Amersham). Maspin antibody was purchased from BD Biosciences 
(San Jose, CA).  Cleaved caspase-3, pro-caspase-3, and c-Jun antibodies were purchased 
from Cell Signalling Technology (Beverly, MA).   β-actin antibodies were purchased 
from Sigma (St. Louis, MO). 
Stable Flag-BRAt cells were separated into nuclear and cytoplasmic fractions by 
lysing in a chilled IGEPAL lysis buffer (50mM Tris-HCl (pH 8.0), 100mM NaCl, 5mM 
MgCl2, 0.5% (v/v) IGEPAL).  Lysed cells were centrifuged at 15,000 x g and supernatant 
(containing cytoplasm/plasma membrane proteins) was removed for analysis.  The pellet 
(containing nuclear proteins) was washed twice and resuspended in lysis buffer.  
Fractionation samples were separated via 7% SDS-PAGE.  Samples were transferred to 
PVDF membrane and probed for maspin protein via western blot. 
mRNA samples were isolated using TRIzol reagent from Invitrogen per 
manufacturer’s protocol.  One microgram total mRNA, oligo(dT), and reverse 
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transcriptase were used to generate single-strand cDNA as previously described.  The 
cDNA samples were amplified using the Perkin-Elmer (Palo Alto, CA) GeneAmp kit.  
The maspin primers used were Maspin-S (GGAGGCCACGTTCTGTAT) and Maspin-
AS (CCTGGCACCTCTATGGA) with β-actin primers actin-S 
(GGGAATTCAAAACTGGAACGGTGAAGG) and actin-AS 
(GGAAGCTTATCAAAGTCCTCGGCCACA) for an internal control.  PCR was 
performed for 35 cycles of 94ºC for 90 s, 55ºC for 90 s, and 72ºC for 90 s.  Actin primers 
were added at cycle 19.  The amplified products were then separated by electrophoresis 
on a 10% polyacrylamide gel, stained with 1x SYBR Green (Lonza, Rockland, ME), and 
photographed with the Kodak EDAS 120 Digital Analysis System. 
 
Luciferase Assay 
To measure maspin promoter activity, the full-length (MasPro-FL) and truncated 
maspin promoter luciferase constructs (MasPro-759, MasPro-297, or MasPro-116) were 
used.  IOSE-118 cells were transiently co-transfected with 2 μg of DNA and 1 μg of β-
galactosidase cDNA using program X-005 on the Nucleofector device. To determine 
whether the transcription factor, AP1, was involved in BRAt induced maspin expression, 
cells were transiently transfected with full-length or truncated maspin promoter luciferase 
constructs and either 1 μM AP1 siRNA or 1 μM control (scrambled) siRNA (Dharmacon, 
Chicago, IL).     Luciferase activity was measured 48 h after transfection using the 
Luciferase Assay System (Promega, Madison, WI) according to the manufacturers' 
instructions. β-galactosidase was measured 48 h after transfection using the Luminescent  
71 
β-galactosidase Detection Kit II  (Clontech, Mountain View, CA) according to the 
manufacturers' instructions.  Transcriptional activity was expressed as relative luciferase 
activity ±SE, after normalization with β-galactosidase activity. 
 
Statistical Analysis 
Where applicable, the data were subjected to paired Student's t test analysis to 
determine statistical differences between control and treated samples.  The results are 
reported as a P value within the respective figures. 
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Results 
 
BRAt and maspin have similar effects on ovarian cell proliferation following treatment 
To begin to evaluate if a relationship exists between BRAt protein and maspin 
protein expression, we first performed independent transfections of BRAt, maspin, and 
BRIT, and compared their proliferation as measured by MTS assay following STS or CP 
treatment (Figure 16).  Untreated BRAt, maspin, and BRIT transfected cells did not 
display any significant differences in proliferation (Figure 16A).  Interestingly, when 
treated with STS (Figure 16B) or CP (Figure 16C), BRAt and maspin cell proliferation 
were similarly inhibited, whereas BRIT cells displayed an initial increase in cell 
proliferation before succumbing to the toxicity of the treatments at 48 hours.   This data 
suggests that BRAt and maspin protein have similar effects on ovarian cell proliferation 
following chemotherapeutic treatment. 
 
IOSE cells carrying the BRCA1 185delAG mutation have increased maspin protein levels 
To determine if the BRCA1 185delAG mutation leads to higher levels of maspin 
protein, we compared maspin protein levels in cell lines that endogenously carry this 
mutation to those that are BRCA1wt or BRCA1 status unknown (Figure 17).   All four cell 
lines carrying the mutation (3261-77a, 3261-77b, 1816-686a, and 1816-686b) had higher 
levels of maspin protein as measured by western blot than eight of the nine 
73 
BRCA1wt/BRCA1 status unknown cell lines.  Interestingly, the IOSE-120 cell line 
contained the highest maspin levels of all cell lines tested; however the BRCA1 status of 
this cell line is unknown.     
 
 
 
Figure 16 BRAt and maspin protein have similar effects on ovarian cell 
proliferation 
Ovarian surface epithelial cells were transiently transfected with BRAt, maspin, or BRIT 
plasmids and plated on 96 well plates.  Cell proliferation was measured via MTS assay on 
triplicate samples of (A) untreated cells, (B) 1 µM STS treated cells, and (C) 25 µM CP 
treated cells.  Results are expressed as average absorption at 450 nm ± SE.   
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Figure 17 The BRCA1 185delAG mutation correlates with increased maspin 
expression 
Normal IOSE cells carrying the BRCA1 185delAG mutation (3261-77a, 3261-77b, 1816-
686a, and 1816-686b) were analyzed for maspin protein levels via western blot and 
compared to BRCA1wt/ BRCA1 status unknown cell lines.  Blots were then stripped and 
probed for β-actin as a loading control.  Upper panel shows a shorter exposure for maspin 
protein, lower panel shows a longer exposure for maspin protein. 
 
 
BRAt transfection increases maspin message and nuclear maspin protein 
To further confirm that the increased maspin levels observed in Figure 17 are 
indeed related to the presence of the BRCA1 185delAG protein product, BRAt, we 
analyzed cells transfected with BRAt for maspin message and protein levels (Figure 18).    
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Normal IOSE-118 cells transiently transfected with BRAt showed an increase in maspin 
message levels as measured by semi-quantitative RT-PCR (Figure 18A).  The intensity of 
the maspin band was normalized to the respective actin band and this indicated an 87% 
increase in maspin message in the BRAt transfected cells. 
Next, we measured the total levels of maspin protein in stable BRAt cell lines as 
compared to BRCA1wt cells.  Both stable BRAt cell lines tested contained more than 
double the amount of maspin protein as compared to the BRCA1wt control cells (Figure 
18B).  We then separated the stable BRAt and control BRCA1wt cells into nuclear and 
cytosolic fractions to determine if the increased maspin in BRAt cells was localizing to 
the cytoplasm or nucleus.  Densitometric analysis of the western blot results show that 
overall maspin levels were consistent with those seen in Figure 18B.  Interestingly, over 
71% of the maspin in BRAt cells is localized to the nucleus, whereas less than 30% of 
maspin in the BRCA1wt is localized to the nucleus (Figure 18C).  This data is consistent 
with clinical reports suggesting that ovarian tumors with increased nuclear maspin are 
associated with a favorable prognosis. 
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Figure 18 BRAt transfection increases maspin message and protein levels  
(A) Normal IOSE-118 cells were transiently transfected with BRAt and the relative 
maspin message levels were measured by RT-PCR and compared to 118 mock-
transfected cells.  (B)  Stable BRAt cells and BRCA1wt cells were probed for maspin 
protein levels.  Blots were then stripped and probed for β-actin as a loading control.     
(C)  Densitometric analysis of BRAt and BRCA1wt nuclear and cytoplasmic fractions 
following analysis for maspin levels via western blot.  Maspin levels were normalized to 
β-actin for each lysate. 
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IOSE cells carrying the BRCA1 185delAG mutation and stable BRAt cells display 
increased activation of the maspin promoter  
We have thus far demonstrated that IOSE cells carrying the BRCA1 185delAG 
mutation and stable BRAt cells have increased maspin message and protein levels as 
compared to BRCA1wt cells.  To further investigate this increase in maspin expression 
we obtained a luciferase reporter plasmid operated by the maspin promoter.  BRCA1wt 
cells (IOSE-80 and IMCC5) and heterozygous carriers of the BRCA1 185delAG mutation 
(3261-77b and 1816-686b) were transfected with the maspin reporter plasmid and a β-
galactosidase reporter for use as an internal positive control.  Relative luciferase intensity 
levels were calculated by normalizing the luciferase activity to the respective β-
galactosidase activity.  Cells carrying the BRCA1 185delAG mutation had an 
approximate 4-fold increase in relative luciferase activity as compared to the BRCA1wt 
cells (Figure 19A).  This indicates that cells carrying this mutation have an increased 
propensity to activate the maspin promoter. 
Additionally, the stable BRAt cells had approximately 2.5 times more relative 
luciferase activity than the BRCA1wt.  This data correlates favorably with those from the 
BRCA1 185delAG carriers, suggesting that the presence of BRAt protein leads to an 
increase in maspin promoter activation (Figure 19B).  
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Figure 19 IOSE cells carrying the BRCA1 185delAG mutation and stable BRAt 
cells display increased activation of the maspin promoter  
(A) BRCA1wt (IOSE-80 and IMCC5) and cells carrying the BRCA1 185delAG mutation 
(3261-77b and 1816-686b) or (B) BRCA1wt and stable BRAt cells were cotransfected 
with a maspin promoter luciferase reporter plasmid and a β-galactosidase reporter 
plasmid.  Triplicate aliquots of each sample were assayed for luciferase and β-
galactosidase activity.  Results are expressed as average relative luciferase activity 
normalized to the average relative β-galactosidase activity ± SE. 
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BRAt-enhanced maspin promoter activation is partially mediated by the transcription 
factor AP1 
To determine if a specific region of the maspin promoter was required for the 
BRAt-enhanced maspin promoter activation, we obtained three truncated maspin 
promoter luciferase reporter plasmids and compared their relative luciferase activity in 
stable BRAt cells to that of the full length maspin promoter.  The full length maspin 
promoter consists of the 957 base pairs directly upstream of the first exon in the maspin 
gene.   The truncated plasmids represent the regions from  -759 to -1, -297 to -1, and -116 
to -1 in the maspin promoter and are named accordingly (-759, -297, and -116). 
The longest of the truncated promoters, plasmid -759,  produced only approximately 20% 
less luciferase activity than the full-length promoter, suggesting that the most distal 
region of the maspin promoter is only partially required for maspin expression (Figure 
20).    The shorter promoter truncations, -297 and -116, produced 50% less luciferase 
activity than the full length promoter, suggesting that the region of the maspin promoter 
between residues -759 and -297 is required for full activation of the maspin promoter. 
To further analyze the maspin promoter, we performed an online analysis for 
potential transcription factor binding sites in the maspin promoter.  Our analysis revealed 
several potential AP1 binding sites between residues -759 and -297.  Based on this 
observation, we used siRNA to knockdown c-Jun, a component of the AP1 complex that 
is required for AP1’s ability to promote transcription.  Surprisingly, API knockdown had 
no effect on luciferase activity from any of the truncated maspin promoter reporter 
plasmids (Figure 21).  All three truncated maspin reporter plasmids produced statistically 
similar levels of luciferase activity when AP1 was silenced, as compared to mock 
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transfected control cells.  Interestingly, AP1 knockdown resulted in a decrease in full-
length promoter luciferase activity to levels statistically similar to cells transfected with 
the -759 truncated maspin promoter luciferase plasmid, suggesting that loss of an AP1 
site or sites is responsible for the loss in luciferase activity observed with the -759 
truncated maspin promoter luciferase plasmid.  Additionally, this data suggests that AP1 
is at least partially required for full activation of the maspin promoter in BRAt cells. 
  
 
Figure 20 Truncated maspin promoter results in decreased activation of 
luciferase reporter 
BRAt cells were cotransfected with β-galactosidase and full length maspin promoter 
luciferase reporter or truncated maspin promoter luciferase reporter.  Triplicate aliquots 
of each sample were assayed for luciferase and β-galactosidase activity.  Results are 
expressed as average relative luciferase activity normalized to the average β-
galactosidase activity ± SE. 
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Figure 21 AP1 knockdown results in decreased activation of the full length 
maspin promoter 
BRAt cells were triple-transfected with or without c-Jun siRNA, β-galactosidase, and full 
length maspin promoter luciferase reporter or truncated maspin promoter luciferase 
reporter.  Triplicate aliquots of each sample were assayed for luciferase and β-
galactosidase activity.  Results are expressed as average relative luciferase activity 
normalized to the average β-galactosidase activity ± SE. 
 
 
To confirm that the c-Jun siRNA resulted in decreased c-Jun protein levels we 
analyzed lysates from BRAt cells transfected with c-Jun siRNA or a scrambled siRNA 
(Figure 22A, top panel).  c-Jun siRNA transfection resulted in a very strong knockdown 
of c-Jun as measured by western blot.  Interestingly, maspin protein levels in the sample 
transfected with c-Jun siRNA were also somewhat decreased (Figure 22A, middle panel), 
confirming the previous observation that AP1 knockdown results in decreased activation 
of the maspin promoter.  To further analyze the effect of AP1 knockdown in BRAt cells, 
BRAt cells transfected with c-Jun siRNA or scramble siRNA were treated with STS and 
measured their cleaved caspase-3 (Figure 22B, top panel) and pro-caspase-3 (Figure 22B, 
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lower panel) levels measured via western blot.  AP1 knockdown resulted in a decrease in 
cleaved-caspase-3.  Additionally, the available pool of pro-caspase-3 was greater in cells 
transfected with c-Jun siRNA.  Taken together, these results demonstrate that AP1 
knockdown is sufficient to decrease maspin levels in BRAt cells and this decrease in 
maspin results in a decrease in cleaved-caspase-3 following STS treatment, indicating a 
decrease in overall apoptosis.   
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Figure 22 AP1 knockdown decreases maspin protein levels in BRAt cells and 
attenuates the apoptotic response following STS treatment 
(A) BRAt cells transfected with a scrambled siRNA or c-Jun siRNA were analyzed for c-
Jun (upper panel) and maspin (middle panel) proteins levels via western blot.  Blot was 
then stripped and reprobed for actin as a loading control.  (B) BRAt cells transfected with 
a scrambled siRNA or c-Jun siRNA were treated with 1 µM STS and lysates were 
collected six hours after treatment.  Samples were analyzed for cleaved caspase-3 (upper 
panel) and pro-caspase-3 (lower panel) protein levels via western blot.   
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Discussion 
  
Herein, we have demonstrated that the BRCA1 185delAG mutant protein, BRAt, 
is sufficient to increase maspin protein levels in immortalized human ovarian surface 
epithelial cell lines.  We have demonstrated that this increase in maspin protein is due, in 
part, to increased activation of the maspin promoter and that the transcription factor AP1 
partially mediates this promoter activation.  Additionally, we demonstrate that AP1 
knockdown in BRAt cells results in partially decreased maspin protein levels, and this 
corresponds with decreased caspase-3 cleavage following STS treatment.   
The tumor suppressor p53 has been described as a direct stimulator of the maspin 
promoter [146].  P53 protein has also been shown to bind to and be inactivated by the 
SV-40 Large T antigen [188].  The BRCA1wt/ BRCA1 status unknown cell lines used in 
this study are all SV-40 Large T antigen immortalized, therefore it is plausible that the 
low levels of maspin protein expressed in these cells is at least partially attributed to their 
decreased levels of functional p53 protein.  Additionally, the cell lines that are 
heterozygous BRCA1 185delAG mutation carriers used in this study are also SV-40 
Large T antigen immortalized, however, the maspin levels in these cells are increased, in 
addition to their increased ability to induce activation of the maspin promoter.  This 
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suggests that the BRCA1 185delAG mutation product, BRAt, may be acting as a 
transcription factor or interacting with other transcription factors to induce maspin 
expression.   
The induction of maspin protein expression by the overexpression of other 
proteins has been previously established.  Most recently, Yamaguchi et al. (2008) 
describe induced maspin expression in a breast carcinoma cell line stably expressing the 
interferon-inducible protein IFIXα.  The function of the induced maspin in their system is 
different than what we report here, as they observe decreased invasion in cells expressing 
induced maspin [189].  However, their data support the general classification of maspin 
as a tumor suppressor. 
We were the first to propose that the BRCA1 185delAG mutation protein product, 
BRAt, possesses a unique and novel function unrelated to that of full-length BRCA1 
[187].  Herein, we provide the first evidence that the novel function of BRAt may be 
related to its ability to induce maspin expression in ovarian cells.  While the exact 
mechanism by which BRAt protein induces maspin expression is not known, we 
hypothesize that BRAt protein may interact, either directly or indirectly, with the maspin 
promoter, possibly at an AP1 site at the distal region of the maspin promoter.   
The function of maspin in the nucleus is still unknown.  In the absence of a 
nuclear localization signal, maspin must either be chaperoned to the nucleus or cross the 
nuclear membrane by passive diffusion [190].  BRAt protein localizes to the nucleus 
[187], therefore it is possible that BRAt protein may act as a scaffolding protein to shuttle 
maspin to the nucleus.  Further experimentation is needed to determine if BRAt and 
maspin proteins physically interact. 
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Our in vitro observation that BRAt protein increases nuclear levels of maspin 
protein in ovarian cells supports the observation that  women with ovarian tumors with 
nuclear maspin expression have prolonged survival as compared to those with 
cytoplasmic or no maspin expression [144].  Surowiak et al. (2006) report that that 
elevated nuclear maspin is typical for ovarian cancer cases with complete response to CP 
treatment.  Unfortunately, the BRCA1 status of the cell lines and patients in their study is 
unknown, therefore we can not explore any potential correlations between specific 
BRCA1 mutations and maspin expression/subcellular localization and the relationship to 
chemosensitivity and prognosis 
In summary, this study shows that IOSE cells carrying or stably transfected with 
the BRCA1 185delAG mutation have increased maspin levels.  This increase in maspin 
was most notable in the nucleus and the increased maspin corresponds with increased 
caspase-3 cleavage following STS treatment.  The transcription factor AP1 partially 
mediates maspin promoter activity in BRAt cells and AP1 knockdown decreases maspin 
protein levels in BRAt cells. 
 
 
 
 
 
 
 
 
87 
 
 
 
Acknowledgements 
 
Maspin expression plasmid was a generous gift from Dr. Shijie Sheng (Wayne 
State University).  Full-length maspin-promoter-luciferase-reporter plasmid was a 
generous gift from Dr. Bernard Futscher (Arizona Cancer Center).  The truncated 
maspin-promoter-luciferase-reporter constructs were generous gifts from Dr. Shiv 
Srivastava (Uniformed Services University of the Health Sciences). 
 
 
 
 
 
 
 
 
 
 
 
 
 
88 
 
 
 
CHAPTER IV 
CONCLUSIONS 
 
Ovarian cancer is a deadly disease that kills an estimated 15,000 women annually 
in the United States [2].  Many of these deaths are attributed to tumors that are 
unresponsive to chemotherapeutic treatment due to the development of multi-drug 
resistance.  The data presented herein suggests a novel explanation for the observation 
that a subset of ovarian cancer patients, those carrying the BRCA1 185delAG mutation, 
experience a better clinical response than those carrying other BRCA1 mutations or those 
with sporadic disease. 
We are the first to demonstrate that the protein product of the BRCA1 185delAG 
mutation, BRAt, is sufficient to increase the chemotherapeutic response of ovarian cells 
in vitro.  Additionally, it is important to note that the increased apoptotic response 
observed in our cell culture model occurs in the presence of wild-type BRCA1.  Wild-
type BRCA1 is involved in the maintenance of genomic stability and DNA repair, thus it 
has been suggested that loss of wild-type BRCA1, either via mutation or epigenetic 
silencing, is responsible for the increased chemotherapeutic response observed in some 
patients.  While the loss of wild-type BRCA1 may and likely partially contributes to the 
increased chemotherapeutic response observed in ovarian cancer patients carrying the 
BRCA1 185delAG mutation, we provide evidence that shows that the protein product of 
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this mutation also contributes and itself is sufficient to increase the therapeutic response 
in drug-resistant ovarian cancer cells. 
We have demonstrated that the mRNA coding for BRAt is detectable in ovarian 
cells transfected with cDNA coding for BRAt.  We have also demonstrated that BRAt 
protein is detectable in these cells, which in itself is a significant contribution based on 
the general assumption that truncated mRNA transcripts are degraded via the non-sense 
mediated mRNA decay pathway and, thus are unable to transcribe a functional truncated 
protein. 
Additionally, we have provided insight into the mechanism by which BRAt 
protein increases drug-induced apoptosis in ovarian cells.  Most notably, BRAt cells have 
decreased phospho-Akt and XIAP protein levels following STS treatment, suggesting 
that BRAt protein inhibits or decreases the phosphorylation of Akt and this decrease in 
phospho-Akt may be responsible for the decrease in XIAP protein levels.  
Overexpression of constitutively-activated Akt decreased the STS-induced apoptotic 
response in our model system, indicating that Akt is indeed a mediator of BRAt induced 
apoptosis.  
Finally, we have provided the first evidence that ovarian cells carrying or 
transfected with the BRCA1 185delAG mutation have increased levels of maspin protein.  
Specifically, we show that in ovarian cells transfected with BRAt we see an increase in 
maspin levels in the nucleus which correlates favorably with current literature describing 
the effect of maspin protein expression in ovarian cancer patients [144].  We have  
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demonstrated that BRAt cells have an increased ability to activate the maspin promoter 
and that this activation is at least partially dependent on an AP1 transcription factor 
binding site located at the distal end of the maspin promoter.    
Our data suggests that the signaling pathway(s) associated with BRAt-induced 
maspin expression and drug-induced caspase-3 cleavage may be an attractive target for 
future adjuvant therapies to enhance the treatment of ovarian cancer patients.  It appears 
that the unique sixteen amino acids at the C-terminus of BRAt protein are required for 
BRAt’s activity, as the similarly sized BRIT control protein (with a scrambled sequence 
at the C-terminus) did not elicit any changes in caspase-3 cleavage following STS 
treatment.  Thus, further analysis of these unique sixteen amino-acids should lead to a 
better understanding of the mechanism by which BRAt protein leads to an increase in 
induced apoptosis. 
From our data it is apparent that caution should be used when interpreting the 
results of clinical reports that group all BRCA1 mutation carriers into a single cohort.  
When known, carriers of BRCA1 germline founder mutations, specifically those carrying 
the 185delAG mutation, should be subcategorized into a separate group for more accurate 
analysis.  Unfortunately, it is unlikely that our findings will alter current protocols for 
reporting BRCA1 mutation status, thus future reports will likely continue to fail to 
provide crucial details that could better the understanding of this specific mutation.   
Additionally, our data lead us to speculate that other BRCA1 mutations could 
possibly lead to the production of stable truncated proteins with unique and novel 
functions.  Specifically, the steady-state levels of mRNA from the second most common 
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BRCA1 founder mutation, the 5382insC mutation, are reported to be stable, similar to 
those seen with the 185delAG mutation [179].   
In conclusion, based on our data we propose the following mechanism by which 
BRAt induced maspin expression and subsequent drug-induced apoptosis occurs (Figure 
23).  BRAt protein, when expressed in ovarian cells induces maspin protein expression.  
This increased expression of maspin protein is partially dependent on an AP1 
transcription factor binding site in the maspin promoter.  Upon treatment with STS or CP, 
BRAt and/or maspin cause a reduction in IAP proteins, specifically XIAP and cIAP-1, 
and an increase in proapoptotic proteins, specifically bax.  Together, this leads to an 
increase in caspase-3 cleavage and subsequently an increase in apoptosis.  This apoptotic 
increase can be attenuated by the overexpression of constitutively activated Akt, resulting 
in decreased caspase-3 cleavage and decreased apoptosis following STS treatment.  
Further experimentation is needed to determine exactly how the overexpression of 
activated Akt is attenuating caspase-3 cleavage in our model system. 
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Figure 23 Proposed mechanism for BRAt-induced maspin expression  
and caspase-3 cleavage in ovarian cells 
BRAt protein, when expressed in ovarian cells induces maspin protein expression.  This 
increased expression of maspin protein is partially dependent on an AP1 transcription 
factor binding site in the maspin promoter.  Upon treatment with STS or CP, BRAt 
and/or maspin cause a reduction in IAP proteins, specifically XIAP and cIAP-1, and an 
increase in proapoptotic proteins, specifically bax.  Together, this leads to an increase in 
caspase-3 cleavage and subsequently an increase in apoptosis.  This apoptotic increase 
can be attenuated by the overexpression of constitutively activated Akt, resulting in 
decreased caspase-3 cleavage and decreased apoptosis following STS treatment. 
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